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► NOTICES .* 

IPO and NCIPI are not responsible for any 
lamages caused by the use of this translation. 

I This document has been translated by computer. So the translation may not reflect the original precisely. 
>.**** shows the word which can not be translated. 
).In the drawings, any words are not translated. 



CLAIMS 



;Claim(s)] 

I. Malignant Homo sapiens adult prostate gland epithelial cell stock by which immortalization was isolated and 
carried out. 

I Malignant Homo sapiens adult prostate gland epithelial cell stock which is characterized by having at least one 
illele deletion of heterozygote nature and with which immortalization of claim 1 was carried out. 
I Malignant Homo sapiens adult prostate gland epithelial cell stock with which allele deletion exists in one or 
chromosome beyond it and with which immortalization of claim 2 was carried out. 

I. Malignant Homo sapiens adult prostate gland epithelial cell stock which is chosen from group which chromosome 
>ecomes from chromosome 1, chromosome 8, chromosome 10, chromosomes 16, and those combination and with 
vhich immortalization of claim 3 was carried out. 

i. Malignant Homo sapiens prostate gland epithelial cell stock with which allele deletion exists on chromosome 8p 
ind with which immortalization of claim 2 was carried out. 

i. Malignant Homo sapiens prostate gland epithelial cell stock with which allele deletion exists on chromosome 
!p11 -21 and with which immortalization of claim 2 was carried out. 

I Malignant Homo sapiens prostate gland epithelial cell stock with which allele deletion exists in one or more seats 
ind with which immortalization of claim 2 was carried out. 

!. Malignant cell stock which is chosen from group which deletion becomes from SFTP-2, D8S133, D8S136, 
)8S131, NEFL, D8S137, D8S339, ANK, and those combination and with which immortalization of claim 6 was 
larried out. 

). It is ATCC to ATCC. Malignant prostate gland epithelial cell stock [ by which immortalization was cloned and 
carried out] which was deposited as CRL-12263, by which immortalization was cloned and carried out, which has 
he identification property of malignant prostate gland epithelial cell stock 1535-CP1TX.14.3. 
10. It is ATCC to ATCC. Malignant prostate gland epithelial cell stock which has the identification property of 
nalignant prostate gland epithelial cell stock 1 542-CP3TX.8.4 which was deposited as CRL-12264, and by which 
mmortalization was cloned and carried out and by which immortalization was cloned and carried out. 

II. It is ATCC to ATCC. Malignant prostate gland epithelial cell stock which has the identification property of 
nalignant prostate gland epithelial cell stock 1542-CP3TX.8.1 which was deposited as CRL-12265, and by which 
mmortalization was cloned and carried out and by which immortalization was cloned and carried out. 

1 2. It is ATCC to ATCC. Malignant prostate gland epithelial cell stock 1535-CP1TX.14.3 which were deposited as 
DRL-1 2263 and by which immortalization was cloned and carried out. 

1 3. It is ATCC to ATCC. Malignant prostate gland epithelial cell stock 1 542-CP3TX.8.4 which were deposited as 
3RL-12264 and by which immortalization was cloned and carried out. 

14. It is ATCC to ATCC. Malignant prostate gland epithelial cell stock 1542-CP3TX.8.1 which were deposited as 
DRL-12265 and by which immortalization was cloned and carried out. 

1 5. It is ATCC to ATCC. Malignant Homo sapiens adult prostate gland epithelial cell stock 1532-CP2TX which was 
Jeposited as CRL-12038 and by which immortalization was carried out. 

1 6. It is ATCC to ATCC. Malignant Homo sapiens adult prostate gland epithelial cell stock 1535-CP1TX which was 
Jeposited as CRL-12041 and by which immortalization was carried out. 

1 7. It is ATCC to ATCC. Malignant Homo sapiens adult prostate gland epithelial cell stock 1542-CP3TX which was 
Jeposited as CRL-12037 and by which immortalization was carried out 

1 8. Isolate Epithelial Cell from A. Primary Prostate Gland Neoplasm, and Start Cell Culture. B. Immortalization of 
.his prostate gland epithelial cell is carried out. C. The single cell of the malignant adult prostate gland epithelial 
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sell stock which carried out immortalization Cronin GU D. It is heterozygote nature about a malignant prostate 
jland epithelial cell or a clone. Malignant Homo sapiens adult prostate gland epithelial cell stock which is 
nanufactured by the approach of consisting of what it analyzes whether it has at least one allele deletion for and 
>y which immortalization was cloned and carried out. 

19. The malignant Homo sapiens adult prostate gland epithelial cell stock which allele deletion produces on 
chromosomes 1, 8 f 10, and 16 or the combination of those and by which claim 18 was cloned and immortalization 
vas carried out. 

10. Normal Homo sapiens adult prostate gland epithelial cell stock 1532-NPTX which was deposited with ATCC as 
DRL-12036 and by which immortalization was carried out. 

£1. Normal Homo sapiens adult prostate gland epithelial cell stock 1535-NPTX which was deposited with ATCC as 
DRL-12039 and by which immortalization was carried out. 

12. Normal Homo sapiens adult prostate gland epithelial cell stock 1542-NPTX which was deposited with ATCC as 
DRL-12040 and by which immortalization was carried out 

13. the malignant Homo sapiens adult prostate gland epithelial cell carried out A immortalization — and — 
Constituent containing a normal Homo sapiens adult prostate gland epithelial cell with which immortalization of the 
3 self-origin was carried out. 

!4. The constituent of claim 23 by which immortalization was carried out and whose normal Homo sapiens adult 
>rostate gland epithelial cell stock with which immortalization of the self-origin was carried out it is 1532-CP2TX 
>y which the malignant Homo sapiens adult prostate gland epithelial cell stock was deposited with ATCC as CRL- 
2038, and is 1532-NPTX deposited with ATCC as CRL-12036. 

!5. The constituent of claim 23 by which immortalization was carried out and whose normal Homo sapiens adult 
)rostate gland epithelial cell stock with which immortalization of the self-origin was carried out it is 1535-CP1TX 
>y which the malignant Homo sapiens adult prostate gland epithelial cell stock was deposited with ATCC as CRL- 
2041, and is 1535-NPTX deposited with ATCC as CRL-12039. 

!6. The constituent of claim 23 by which immortalization was carried out and whose normal Homo sapiens adult 
>rostate gland epithelial cell stock with which immortalization of the self-origin was carried out it is 1542-CP3TX 
>y which the malignant Homo sapiens adult prostate gland epithelial cell stock was deposited with ATCC as CRL- 
2037, and is 1 542-NPTX deposited with ATCC as CRL-1 2040. 

!7. The Homo sapiens adult prostate gland epithelial cell stock with which immortalization of claim 1 thru/or 22 
vas carried out, its clone or its part, and the drugs constituent that comes to contain the support permitted 
iharmacologically. 

!8. Drugs constituent of claim 27 which includes an assistant, a costimulatory molecule, cytokine, a chemokine, 
idhesion molecules, MHC molecules, or those combination further. 

!9. Immunogen for inducing a specific immune response into the prostatic cancer protein containing the part of the 
iomo sapiens adult prostate gland epithelial cell stock with which immortalization of claim 1 thru/or 20 was 
carried out, its clone, or its immunogenicity, or its part. 

10. Immunogen of claim 29 which includes an assistant, a costimulatory molecule, cytokine, a chemokine, adhesion 
nolecules, MHC molecules, or those combination further. 

11. Immunogen of claim 29 whose immune response is a cell mediation response. 

12. Immunogen of claim 29 whose immune response is a humoral response. 

13. The antibody which has immunoreactivity in the immunogen of claim 29. 

14. The malignant Homo sapiens adult prostate gland epithelial cell stock with which immortalization of claim 1 
hru/or 22 was carried out, its clone, or the prostatic cancer vaccine which comes to contain the part. 

!5. Prostatic cancer vaccine of claim 34 which consists of more than one or it of the gene which carries out the 
:ode of cytokine, a chemokine, a costimulatory molecule, adhesion molecules, or the MHC molecule being further 
ncluded in this cell. 

!6. The screening approach of the therapy agent candidate who exposes the adult prostate gland epithelial cell 

tock with which immortalization of claim 1 thru/or 22 was carried out to ** which should be examined, and 

;onsists of evaluating the effectiveness over this cell of this **. 

•7. The approach of claim 36 that effectiveness is cytotoxicity. 

!8. The approach of claim 36 that effectiveness is control of cell proliferation. 

19. The kit of the adult prostate gland epithelial cell stock with which immortalization of claim 1 thru/or 22 was 
:arried out which contains a kind at least. 

•0. the normal cell strain carried out A immortalization — and — B — kit containing the malignant cell stock with 
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vhich immortalization of the same individual origin was carried out of claim 39. 

H. the Homo sapiens adult prostate gland epithelial cell stock carried out A. immortalization — unicellular cloning 
carrying out — and — B. — malignant Homo sapiens adult prostate gland top by which immortalization was 
carried out to at least one chromosome Allele of at least one heterozygosity which is the index of a hide cell The 
ipproach of choosing from a source of supply the malignant Homo sapiens adult prostate gland epithelial cell stock 
>y which immortalization was carried out which consists of what the cell which has deletion is chosen for. 

12. The approach of claim 41 that a source of supply is the cell culture object of a prostate gland cell. 

13. The approach of claim 41 chosen from the group which a chromosome becomes from 1, 8, 10, 16. and those 
combination. 

\4. The approach of claim 43 that a chromosome is 8p. 

15. The approach of claim 44 that deletion exists on at least one allele chosen from a field eight p1 1-21. 



Translation done.] 
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I This document has been translated by computer. So the translation may not reflect the original precisely. 
?.**** shows the word which can not be translated. 
3.1n the drawings, any words are not translated. 
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Detailed Description of the Invention] 

r ield of application invention to the cell strain of a Homo sapiens prostate gland epithelium non-dead cell, clones, 
:hose researches, and prostate gland cancer treatment This invention relates to the malignant Homo sapiens adult 
>rostate gland epithelial cell stock by which immortalization was carried out This invention relates also to each 
-el! clone of those cell strains again. This invention relates also to the malignant cell strain and malignant clone of 
i Homo sapiens adult prostate gland epithelial cell which were further characterized in the analysis of loss of allele 
leterozygosity and by which immortalization was carried out. Especially this invention relates to the application to 
:he cell strain of the normal of a private organization, and a malignant prostate gland epithelial cell, clones, and 
hose researches. This invention relates also to use of the cell in a diagnosis and therapy of a prostatic cancer 
igain. 

3ackground of invention That it is difficult to establish a long-term Homo sapiens prostate gland cancer cell stock 
>y in vitro has checked the advance towards development of the new cure to an understanding and prostatic 
iancer of prostate gland tumorigenesis. The foundation over the great portion of experiment in the living body 
ibout the things biological and like a molecule for which only four prostate gland cancer cell stocks generated from 
ransition damage till today are controlling prostate gland tumorigenesis has been offered. Therefore, that 

before a long period of time is established has the scientific, diagnostic, and big need in therapy, 
n recent years, a prostatic cancer is the cancer by which a general diagnosis is most carried out in an American 
nale. 

: * will also have estimated a new prostatic cancer only this year, if about 300,000 affairs and 40,000 affairs or 
nore have died, and the case fatality rate of cancer has ranked 2nd following lung cancer (1). Although the death 
>y the prostatic cancer originates in the mainly transferred disease, it has the primary tumor which carried out 
Dcalization about 60% of the patient diagnosed newly. In many cases, the metastatic disease spread to the disease 
/hich carried out localization although a surgical operation and radiation therapy were often effective cannot be 
reated. In spite of every scientific effort, it is known about the biological matter which causes generating and 
idvance of a prostatic cancer whether it is comparatively small. The improvement of an understanding to the cell 
tnd the matter like a molecule which participate in formation of a primary prostatic cancer and advance of the 
ransition is required for development of the new policy for the therapy of a. prostatic cancer. 
: our Homo sapiens prostate gland cancer cell stocks (LNCaP, DU145, PC-3, TSU-PH) generated from the 
lamage on metastatic have offered the base of an experiment in the living body about most prostatic cancers. The 
•ig advance for cultivating a short-term cell strain out of a living body from a primary (non-metastatic) prostatic 
ancer was made. Those advances include amelioration of development of ******, preparation of a fresh 
organization, and the culture technique of a prostate gland epithelial cell (3 4). However, establishment and its 
laintenance of the long-term Homo sapiens prostate gland epithelial cell stock of the primary tumor origin were 
npossible unless immortalization in the outside of a living body was made. Therefore, the reports which indicated 
he long-term cell strain which carried out immortalization are few, and they were restricted to culture of a normal 
rostate gland epithelium (5, 6, 7, 8). Therefore, the target of this research was establishing an approach it being 
for generating the prostate gland cancer cell stock originating in a primary tumor divided permanently ] reliable, 
'urthermore, it is a problem accompanying distinguishing a normal epithelial cell and the cultivated prostate gland 
ancer cell for a proper to be difficult for establishment of a non-death prostate gland epithelial cell stock. It was 
hown clearly that most cell strains produced from the prostatic cancer which carried out localization by the 
ytogenetics-estimate of the past about two or more short-term prostate gland epithelium cultured cells showed 
normal man's karyotype (9, 10, 11). the microscope gestalt of a short-term-culture cell not being [ this ] 
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'emafrkable and a xenograft are perfect — it united that it was unsuccessful and identification and characterization 
Df a Homo sapiens primary prostate gland cancer cell were made difficult for the degree of pole, 
ft is believed that generating of a prostatic cancer takes place as a result of two or more intracellular hereditary 
change containing the inactivation of the potential antioncogene which appears by the deletion of allele (it explains 
to 12). The early research which investigated the deletion in a fresh (not cultivated) primary prostatic cancer 
sample shows disappearance (allelic loss of heterozygosity, LOH) of the allele heterozygosity on chromosome 10q 
and 16q (13, 14, 15). It is shown that the research following it has disappearance of allele by notably high 
requency on a No. 8 chromosome short arm, therefore chromosome 8p has become the high order of the list of 
candidates of the location of the neoplasm inhibitor relevant to a prostatic cancer (16, 17, 18). Furthermore, the 
nvestigation of LOH on the short arm of chromosome 8p about the PIN damage (20) by which minute excision of 
;he neoplasm (19) by which minute excision of 99 of recent years was carried out, and 54 was carried out showed 
a powerful proof of inactivation of the neoplasm inhibitor on chromosome 8p12 -21 (group) compared with the 
normal corresponding control group. Therefore, it can become a powerful alternative way for identification of the 
Homo sapiens prostate gland epithelial cell stock originating in a primary tumor, and characterization to investigate 
-OH in this small deletion field on chromosome 8p12 -21. 

This inventions are two or more success and characteristic genetic analyses of generation of a human tumor cell 
stock originating in a primary prostate gland neoplasm. 

Dutline of invention This invention offers isolation of the long-term Homo sapiens epithelial cell stock originating in 
leoplasm nature and normal prostatic glandular tissue, immortalization, analysis, research of these cell strains, and 
:he application in prostate gland cancer treatment. Especially the purpose of this invention was attained using the 
)rostate gland epithelial cell stock with the reproductive integrity originating in both malignant and benign private 
samples. 

The cell strain of this invention is useful as a model of epithelial cell tumorigenesis. For example, especially the 
>rostate gland epithelial cell stock in which this invention carried out immortalization is useful because of an 
jnderstanding of the tumorigenesis of a prostatic cancer. It offers using this invention as a reagent for 
nvestigating the role of the heredity in determining the genetic occurrence which causes change to malignant cell 
)henotype [ good nature ] with the malignant adult prostate gland cell strain of the own house nature which 
carried out immortalization of the benign adult prostate gland cell strain which carried out immortalization, and a 
>rostatic cancer. 

This invention is the isolated malignant Homo sapiens adult prostate gland epithelial cell stock which carried but 
mmortalization. Another side face of this invention is the cloned malignant adult prostate gland epithelial cell stock 
vith disappearance (LOH) of at least one allele heterozygosity which was characterized as a thing and which 
carried out immortalization. The further side face of this invention is the cloned malignant Homo sapiens adult 
)rostate gland cell strain with one on chromosomes 1, 8p, and 10 and/or 16, or disappearance of the allele beyond 
t which was characterized as a thing and which carried out immortalization. 

The cell strain of this invention may be used in the approach of generating the protein of the approach of 
jenerating preselected protein, and the epithelial cell origin. For example, the cell strain of this invention is useful 
n isolation of the malignant prostate gland related protein which may be used as the index of a diagnosis or a 
;arget of an immunological therapy. The approach of proteinic generation consists of a phase of collecting one or 
he protein beyond it produced by the phase and the new cell of culture of an epithelial cell stock of this invention, 
n one mode of this invention. Identification of the gene which carries out the code of such protein enables 
instruction of the recombination vector for efficient mass production method of the protein or its part. 
The cell strain of this invention is useful again also to a trial out of the living body of effectiveness to the prostatic 
;ancer of a reagent for a therapy like for example, the drugs for chemical treatments, a biological response 
qualification agent, or an antisense oligonucleotide. 

The cell strain of this invention is useful also as all cell vaccines for treating or preventing the relapse of a 
>rostatic cancer again. All cell vaccines may be embellished and prescribed for the patient by the foreign gene 
vhich is prescribed for the patient with an AJU band in the condition as it is, or carries out the code of various 
jytokine, a chemokine, adhesion molecules, or the MHO molecule, for example. 

The cell strain of this invention is useful on a therapy, in order to prescribe a medicine for the patient to a 
,rostate gland cancer patient again as a stimulus for increasing the immunocyte or the lymph gland cell of the 
mtibody of prostate gland cancer reaction nature, or the peripheral blood origin. 

This invention offers the prostate gland cell strain of the non-death used for molecular cloning of the prostate 
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gland related antigen recognized according to an immune system again. These antigens develop into the 
recombination vaccine for prevention of a prostatic cancer, or a therapy further. 

This invention offers use of the drugs constituent which consists more than of one or it of the cell strain of this 
invention further, and a non-dead cell stock [ be / pharmacology-therapy-/ it / diagnostic ], and the 
pharmacology-constituent which consists of a non-dead cell stock. 

These of this invention and the other purposes become clear with an attached specification and an attached 
graph. 

Easy explanation of a drawing Drawing 1 A and 1B. The gestalt of the death-ized prostate gland epithelial cell 
stock, and the property about growth. In order to attain permanent growth of cultured cell 1510-CP generated 
from the prostatic cancer sample, the immortalization by the retrovirus LXSN 16E6E7 was required for (1A). or 
[ carrying out transduction of the cell in a passage 3 ] (1510-CPTX) — or transduction was not carried out (1510- 
CPNV) and growth in 24 hole plate was observed at each stage of passages 5 and 10. (1B) is the 
microphotography (200 times, phase-contrast microscope) of 1510-CPTX after 10 culture passage. This culture 
image is typical in the prostate gland epithelial cell stock of others which were generated from the benign or 
malignant sample. 

Drawing 2. The manifestation of PSA in the in-house by the benign and malignant prostate gland cell. A paraffin 
**** organization intercept including the field of the prostatic cancer (arrow head) which permeated with the 
normal prostate gland epithelium (duplex arrow head) by the prostate gland total extirpation from a patient 1510, 
Black coloring matter shows association of anti — PSA monoclonal antibody. A manifestation according to a cancer 
sell to the manifestation of PSA by the normal prostate gland epithelial cell being strongly uniform is weak, and is 
not uniform. The stroma cell which is in between has not discovered PSA. (200 times) . 

Drawing 3. The genetic map of chromosome 8p which identified the relative location of the micro satellite index 
jsed for the disappearance analysis of heterozygosity. * 
Drawing 4. PCR analysis of micro satellite D8S136 on the fresh cell obtained from the patient 1542, and the 
cultivated cell. A lane 1, 1542-NPTX, a passage 26. A lane 2, fresh neoplasm #1 1 by which minute excision was 
carried out. A lane 3, 1542which is not cloned-CP3TX, a passage 21. Neoplasm clone 1542-CP3TX.8.1, 1542- 
3P3TX.8.3, and 1542-CP3TX.8.4 originating in a lane 4-6 and 8 passage eye of 1542-CP3TX. 
Drawing 5 A-5F. IFN-gamma guides the manifestation the MHC class I and II molecule were reinforced by whose 
Front face of 1542-CP3TX. an unsettled 1542-CP3TX cell discovers the class I molecule of the amount of 
whenever [ middle ] — **** (dyeing by monoclonal antibody W6/32) (5A) — the class II molecule of a detectable 
amount is not discovered (5(monoclonal antibody L243) B). After being exposed to IFN-gamma 500U/ml for three 
days, the manifestation of Class I increases (5C), and the manifestation of Class II is guided (5D). It is shown for 
:he comparison of the manifestation of MHC by the EBV-transformation B cell of own house (5E and 5F). 
Detailed description This invention offers the potential application to isolation of the Homo sapiens adult prostate 
gland epithelial cell stock originating in many fresh surgical samples containing a normal prostate gland and a 
Drostate gland cancer cell stock and its clone, immortalization, analyses, those researches, and a therapy. 
This invention offers the use as the drugs constituents which consist more than of one or it of the cell strain 
generally stated to the clone of a non-dead cell stock and a cell strain, and here, and those drugs activity 
-eagents. 

Especially this invention offers the malignancy which offers the malignant adult prostate gland epithelial cell stock 
which carried out immortalization, which reaches and suits and which carried out private immortalization, and a 
normal prostate gland epithelial cell stock. The prostate gland epithelial cell stock which carried out 
mmortalization is set on these specifications. 1510-CP (prostate gland neoplasm), 1512-NP (normal prostate 
gland), 1512-CP, 1519-CP, 1532-NP (it is described as 1532-NPTX) A certain 1532-NP on February 2, 1996 to 
American Type Culuture Collection (ATCC) of 12301 Parklawn Drive, Rockville, and Maryland as registration 
lumber RL-12036 it ****ed. 1532-CP1, 1532CP2 (1532-CP2 currently described as 1532-CP2TX was deposited 
with ATCC of Rockville and Maryland as registration number CRL-1 2038 on February 2, 1996.), 1535-NP (1535- 
MP currently described as 1535-NPTX was deposited with ATCC of Rockville and Maryland as registration watch 
DRL-12039 on February 2, 1996.) 1535-SV (a spermiducal vesicle, seminal vesicle), 1535-CP1 (1535-CP1 
currently described as 1535-CP1TX was deposited with ATCC of Rockville and Maryland as registration number 
3RL-12041 on February 2, 1996.) 1535-CP2, 1542-NP (1542-NP currently described as 1542-NPTX was 
deposited with ATCC of Rockville and Maryland as registration number CRL-1 2040 on February 2, 1996.) 1542-SV, 
I542-CP1, 1542-CP2, and 1542-CP3 (it is described as 1542-CP3X) A certain 1542-CP3 was deposited with 
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ATCC of 12301 Parklawn Drive, Rockville, and Maryland as registration number CRL-12037 on February 2, 1996. 
This invention also offers the malignant prostate gland epithelial cell stock which was cloned again and which 
carried out immortalization. Furthermore, this invention also offers the clone characterized as what has 
disappearance (LOH) of at least one allele heterozygosity again. 

The malignant Homo sapiens adult prostate gland epithelial cell stock which was cloned in one mode and which 
carried out immortalization is characterized as a thing with disappearance of the heterozygosity of at least one 
allele. Disappearance of heterozygosity may take place to one or on beyond it. [ of the chromosomes called 
chromosomes 1, 8, 10, and 16 ] The malignant Homo sapiens adult prostate gland epithelial cell stock of the non- 
death cloned in one mode is characterized as what has disappearance of heterozygosity in the locus beyond one 
or it on chromosome 8p. 

The malignant Homo sapiens adult prostate gland epithelial cell stock of the non-death cloned in the further mode 
has disappearance of the heterozygosity of the allele beyond one or it in the loci 12-21 on chromosome 8p. 
The malignant Homo sapiens adult prostate gland epithelial cell stock of the non-death cloned in a certain mode is 
characterized as a thing with disappearance of the allele of the upper part of D8S133, D8S136, and D8S131. The 
cloned cell strain which carried out immortalization has the description identified 1542-CP3TX.8.1 which are the 
nalignant Homo sapiens adult prostate gland epithelial cell stock of the cloned non-death with which American 
Type Culture Collection of Rockville and Maryland was supplied on January 15, 1997 based on the convention of 
3udapest Treaty as ATCC CRL-12265. 

The malignant Homo sapiens adult prostate gland epithelial cell stock of the non-death cloned in another existing 
node is characterized as a thing with disappearance of the allele of the high order of D8S133, D8S136, and 
D8S131. The cloned cell strain which carried out immortalization has the description identified 1542-CP3TX.8.4 
which are the malignant Homo sapiens adult prostate gland epithelial cell stock of the cloned non-death with which 
American Type Culture Collection of Rockville and Maryland was supplied on January 15, 1997 baaed on the 
convention of Budapest Treaty as ATCC CRL-12264. 

another existing voice — the malignant Homo sapiens adult prostate gland epithelial cell stock of the non-death 
cloned by setting like is characterized as a thing with disappearance of the allele of the high order of the allele of 
;he low order of SFTP-2, D8S136, and C8S131, C8S133, and NEFL The cloned ce|l strain has the description 
dentified 1535-CP1TX.14.3 which are the malignant Homo sapiens adult prostate gland epithelial cell stock of the 
cloned non-death with which Amnerican Type Culture Collection of Rockville and Maryland was supplied on 
January 15, 1997 based on the convention of Budapest Treaty as ATCC CRL-12263. 

immortalization of the cell lineage and the clone cell of this invention is carried out using a Homo sapiens papilloma 
/irus (HPV) gene or its part. As a certain example, immortalization of the malignant cell is carried out using the 
Dart of HPV which carries out the code of E6 **** E7 of a recombination retrovirus. The cultured cell of the 
nalignant prostate gland epithelial cell in which this invention carried out immortalization is still viable over one 
fears or, more at stability. 

This invention offers isolation of cell lineage with a pure Homo sapiens adult prostate gland epithelial cell, and the 
approach of cloning. Especially this approach is effective for removing a non-epithelial cell, especially fibroblast 
Tom a cell culture. This approach needs to cut a primary tumor open to a precision to a cell or an organization 
similar to a prostate gland and a malignant prostate gland normal in gestalt. In order to check growth of fibroblast, 
t is cultivated by the culture medium which hardly contains fetal calf serum and/or cholera toxin, or does not 
contain them at all. It is used in order to remove fibroblast from a prostate gland epithelial cell while also 
cultivating judgment trypsinization. Consequently, the epithelial cell system is preferably pure 100% 90% or more. A 
;ell turns into an epithelial cell pure 100% as a result of cloning of cell lineage performed succeedingly. 
\nother field of this invention is the approach of the selection of a malignant prostate gland epithelial cell which 
carried out immortalization. 

n the former technical field concerned, markers, such as growth of the malignant tumor in the positive regulation 
'up-regulation) of the PSA system by a PSA manifestation, a PAP manifestation, and the androgen and a nude 
nouse and a karyotype of heteroploid, have been used as an approach of distinguishing a malignant prostate gland 
epithelial cell from a normal prostate gland epithelial cell. However, in these markers, a malignant prostate gland 
epithelial cell is certainly undistinguishable from a normal cell. The approach of the selection of a malignant 
>rostate gland epithelial cell in which this invention carried out immortalization which makes loss of heterozygote 
in index is constant, and the approach of reproducible selection is offered. This approach uses at least one DNA 
narker which identifies the specific deletion of the allele seat on a specific chromosome. As a mode of this 
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approach, a" DNA marker identifies the specific deletion of the allele seat on a No. 8 chromosome. Many DNA 
markers will be used for this approach in order to identify the deletion of one or more allele seats on a specific 

■ 

chromosome, or the allele seat deletion on two or more chromosomes. 

In the approach of detecting and identifying a malignant cell, it is kept warm with DNA isolated from the prostate 
gland epithelial cell system which carried out immortalization of the unique PCR primer to the locus on a specific 
chromosome, and PCR assay is performed. By the comparison with the DNA control obtained from the known 
normal cell, LOH is analyzed for a magnification product about one or more locus grade. The criteria of LOH are 
the comparison with normal DNA control, and are that at least 75% of allele seat deletion is detected with a 
radiograph by the malignant cell. The criteria of LOH are that at least 30% of allele seat deletion is detected by the 
malignant cell including densitometer analysis for other approaches learned by what has the usual knowledge in the 
technical field concerned to detect a difference. 

In a normal prostate gland cell, or the cell lineage and the clone of a malignant prostate gland epithelium in which 
this invention carried out immortalization are not found out, they are useful also to specific to the malignant 
Drostate gland epithelial cell which is not activity, or the identification of a new gene which is carrying out the 
superfluous manifestation. Although a cancer induction gene, a growth factor gene, an oncogene, and an 
antioncogene are included in this new gene, it does not restrict to this. 

These genes are identified using the approach of RNA total analyses, such as standard total hybridization known 
Dy what has the usual knowledge in the technical field concerned, a difference notation, or sample difference 
analysis (RDA) (51 52). Cloning of the new gene is carried out using the technique of the standard molecular 
Diology known by what has the usual knowledge in the technical field concerned. The identification of a new gene 
which participates in development of a prostatic cancer will enable development (42) of the anti-code chain 
Dligonucleotide which is useful to inhibition or control of a prostatic cancer, or development of a recombinant DNA 
/accine. ■ 

The cell lineage of this invention serves as a model of epithelial cell oncogene study. For example/especially the 
prostate gland epithelial cell system of this invention is useful when you understand tumorigenic transformation of 
3 prostatic cancer. This invention offers the benign prostate gland cell lineage for investigation of the role of the 
nherited character of a prostatic cancer in order to use for combination with the malignant prostate gland cell 
ineage of the patient origin same as an indicator which specifies a genetic occurrence in case the phenotype of a 
sell changes from a good nature to malignancy. 

The cell lineage of this invention can be used for the approach of production of pre-selection protein, or some of 
:he processes and malignant prostate gland epithelial cell origin protein. For example, the cell lineage of this 
nvention is useful to isolation of the prostatic cancer related protein which works as the marker for a diagnosis or 
a target of an immunity therapy. In concreteness of invention, a proteinic process is prescribed to include the 
)rocess of recovery of the protein beyond one produced by the process of culture of the epithelial cell system of 
:his invention, and the new cell, or it. Identification of the gene which carries out the code of such protein enables 
construction of the host cell for efficient mass production of a recombination vector and protein, or its part using 
standard science technique. 

This invention contains the new recombination virus which discovers prostatic cancer related protein or its part. A 
•ecombination virus will discover the similar molecule which reinforces the immune response to one or the 
costimulatory molecule beyond it, cytokine, an MHC molecule, a chemokine and prostatic cancer related protein, or 
ts part. The construction and the manifestation of an exogenous gene product by the recombination virus vector 
are performed by the approach learned by what has the usual knowledge in the technical field concerned (43-50). 
This invention contains DNA or RNA of the Homo sapiens adult prostate gland epithelial cell system or the clone 
origin which carried out immortalization. DNA or RNA isolated from the Homo sapiens malignant adult prostate 
'land epithelial cell which carried out immortalization of the interesting thing shows LOH. Moreover, the 
mmortalization Homo sapiens normal cell which carried out harmonious autotransplantation, and DNA and RNA of 
:he malignant adult prostate gland epithelial cell origin are interesting. DNA and RNA which were isolated, or those 
oligonucleotides will be used for detection and a diagnosis of the precancer of a prostatic cancer or an individual. 
DNA and Vessel A, or an oligonucleotide is used as the probe inquiry and/or the primer which are used by the 
:echnique of standard molecular biology, such as analysis used for detection and a diagnosis of southern blot 
analysis, NOZAN blotting analysis, PCR, RT-PCR and a prostatic cancer, or precancer. Interesting things are DNA 
vhich has the deletion of the allele seat on one, such as 1, 8, 10, and a No. 16 chromosome, or the chromosome 
)eyond it, and corresponding RNA. Especially interesting things are DNA which has the deletion of the allele seat 
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beydnd one' or it on a No. 8 chromosome, and corresponding RNA. 

Unreserved DNA which carries out the code of a prostatic cancer antigen or its antigen radical (epitope) will be 
used for the active immunity therapy to a prostatic cancer. In order to guide the immunoreaction of the cellularity 
and humoral both to the prostatic cancer antigen by which a code is carried out, or its antigen radical using the 
technique known in the technical field concerned, it can inject with unreserved DNA combined with unreserved 
DNA or an unreserved lipid to muscles or the skin (33-41). 

The cell lineage of this invention is useful also to assay of the effectiveness of a remedy over the prostatic cancer 
within [ in-theHiving-body or ] a test tube. For example, this effectiveness can be screened about hereditary 
reagents, such as chemical treatment medicine, a vital reaction modifier, or an antisense oligonucleotide. The 
chemistry sample or drugs which should be authorized is put under cell existence within [ in-theHiving-body or ] a 
test tube. The effectiveness of the chemistry sample or drugs to a cell is authorized after exposure of a suitable 
period by the approach learned in the technical fields concerned, such as inhibition of cytotoxin assay, protein 
inhibition assay, and tumor growth. The chemistry sample or drugs which checks metabolism required for life 
support, or kills a cell is considered to be an effective remedy. 

The cell lineage and the clone of this invention serve also as all cell vaccines for preventing the therapy or 
recurrence of a prostatic cancer. All cell vaccines remain as they are, and it is combination with adjuvants, or a 
metaphor is prescribed for the patient in the form embellished with the external cause gene (transgene) which 
carries out the code of various cytokine, a chemokine, a costimulatory molecule, adhesion molecules, the MHC 
molecule, etc. Such qualification is used in order to heighten the immunogen of this invention, and the immunity 
curative effect of a vaccine. 

a gene — electroporation, polybrene induction DNA installation, a plasmid, a recombination virus, etc. — minding - 
- etc. — it is included in the Homo sapiens malignant prostate gland epithelial cell system or clone which carried 
out immortalization by the approach learned in the technical field concerned. The recombination virus containing 
the gene of the purpose beyond one or it is built so that it may be indicated by WO 94/16716, WO 96/11279, and 
WO 96/10419. 

Although the costimulatory molecule which can be used in this invention contains B7-1, B7-2, B7-3, ICAM-1, 
LFA-1, LFA-3, CD72, etc., it is not restricted to these. 

Although the cytokine which can be used in this invention contains IL-2, GM-CSF, TNFalpha, IFNgamma, IL-12, 
[L-4, IL7, etc., it is not restricted to these. 

Although an MHC molecule contains Class I, a class II molecule, etc., it is not restricted to this. MHC similar 
molecules, such as a non-standard MHC molecule or CD1, will also be used. 

Although a chemokine contains RANTES, IL-8, MIP1 -alpha, MlP-beta, etc., it is not restricted to these. 
The cell lineage of this invention is useful on the therapy for treatment of a prostatic cancer patient as a- stimulant 
jf the immunocyte of the cell origin of the stimulant which produces a prostatic cancer reactivity antibody, 
peripheral blood, or lymph gland. 

This invention offers the prostate gland cell lineage which carried out immortalization for the use to molecular 
cloning of the prostatic cancer related antigen recognized by the immune system. The antigen by which cloning 
was carried out is developed to the recombination vaccine for control of a prostatic cancer, or a therapy. 
Furthermore, this invention offers use [ diagnostic / pharmacology-therapy-] of the drugs compound which 
consists of immortalization cell lineage of this invention, and the drugs constituent which becomes a list from 
immortalization cell lineage and immortalization cell lineage. 

A drugs constituent, a vaccine, and immunogen are prepared according to the standard technique known by what 
has the usual technique in the pharmacology field. Dosage required for a patient can be prescribed to a patient by 
such constituent by the medication approach for which it is the technique known by what has the usual technique 
in the technical field concerned, and was suitable, taking factor ****, such as age for every patient, weight, and 
condition, into consideration. 

The approach of immunization by the constituent, the vaccine, and immunogen is the parenteral approach (an 
intravenous injection, injection under the peritoneum, intradermal injection, an intramuscular injection, or 
subcutaneous injection). ****** may be directly medicated with a constituent, a vaccine, and immunogen. 
Furthermore, a constituent — the inside of a test tube — setting — an antigen — it can use in order to stimulate 
a unique cytotoxic T lymphocyte, and this lymphocyte can also be returned to a patient that back. 
a constituent, a vaccine, and immunogen — adjuvants, such as an alum, imperfect Freund adjuvants and its 
orototype, cytokine, a costimulatory molecule, a chemokine, adhesion molecules, and a HMC molecule, — 
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coadministration — or repetitive administration will be carried out. furthermore, a constituent, a vaccine, and 
immunogen decrease the side effect of an antineoplastic drug, an antitumor drug, and a anticancer drug as an 
antineoplastic drug, an antitumor drug, and a anticancer drug . — it is — it is — the drugs made to ease — 
coadministration — or repetitive administration will be carried out. 

The example of the constituent of a vaccine or this invention includes liquid pharmaceutical preparation, such as 
preparation for subcutaneous injection, intradermal injection, muscle injection, or an intravenous injection, as 
suspension, syrups, elixir medicine, and parenteral. A drugs constituent will be mixed with stable support, such as 
sterilized water, a physiological saline, and a glucose, a diluent, or a ** form agent. 

The effectiveness of treatment can be authorized by production of the antibody or immunocyte which recognizes 
peptides or those part of malignant cell or prostatic cancer, evaluation of antigen idioblast toxicity, production of 
specific cytokine, or retreat of a neoplasm. 

The Homo sapiens adult prostate gland epithelial cell which carried out immortalization, or its part will be supplied 
in the form of a kit Probably, the kit contains one, the immortalization Homo sapiens adult prostate gland epithelial 
cell beyond it, or its part. With the part, the dissolved cell and the dissolved cell fragment, an intercellular 
substance, an extracellular component, protein, DNA and RNA, a glycolipid, etc. are included. A kit may also 
contain the Homo sapiens adult malignant immortalization prostate gland epithelial cell of the self-origin, or its part 
in the Homo sapiens adult normal immortalization prostate gland epithelial cell of the self-origin, or a part of [ the ] 
combination. A kit consists of combination of the Homo sapiens adult normal cell lineage which carried out 
mmortalization, 1532-NP and a self-origin immortalization Homo sapiens adult malignant cell system, 1532-CP1, 
and/or 1532-CP2 in a certain mode, another voice — it sets like and a kit consists of combination of Homo 
sapiens adult normal epithelial cell system [ which carried out immortalization ], 1535-NP and self-origin 
mmortalization Homo sapiens adult malignant cell system, 1535-CP1, 1535-CP2, and/or 1535-CP1TX.14.3. 
Moreover, in another mode, a kit consists of one or combination beyond it among Homo sapiens adult normal 
epithelial cell system [ which carried out immortalization ], 1542-NP and self-origin immortalization Homo sapiens 
adult malignant cell system, 1542-CP1, 1542-CP2, 1542-CP3, and 1542-CP3TX.8.1., and/or 1542-CP3TX.8.4. A 
<it may also contain the container according to individual containing suitable support, a diluent, and a ** form 
agent. A kit may also contain adjuvants, cytokine, a costimulatory molecule, a chemokine, adhesion molecules, an 
VIHC molecule, an anti-neoplasm agent, an antitumor agent, an immunoassay reagent, an PCR reagent, a radiation 
ndicator, etc. Additionally, probably, a kit contains the textbook of mixing of an ingredient or association, and/or 
administration. 

:he vocabulary used here of "having carried out immortalization" means increasing continuously, without aging, 
when [ at which cell lineage does not have a glass instrument ] it was alike, it sets and it cultivates by the optimal 
growth medium. 

This invention contains the polyclonal and monoclonal antibody to cell lineage of this invention. These antibodies 
;an be used for preparation of the antibody content constituent used by the approach of this invention. An 
antibody is prepared according to the approach learned by what has the usual technique in the technical field 
concerned. Especially the monoclonal antibody produced to the prostate gland cell lineage in which this invention 
carried out immortalization is useful to the use to detection and the therapy of a prostatic cancer. An antibody or 
ts antigen binding site is combined with a malignant prostate gland cell. An antibody or its antigen binding site has 
mmunoreactivity to at least one prostate gland tumor rejection antigen or at least one prostatic cancer related 
antigen, and its antigen radical. 

^n instantiation-antibody molecule is the part of the immunoglobulin molecule which has an antigen binding site 
containing a perfect immunoglobulin molecule, a substantial perfect immunoglobulin or F (ab), and F (ab)2 and F (v). 
\ polyclonal or a monoclonal antibody is prepared according to the approach learned by what has the usual 
:echnique in the technical field concerned (13 research techniques in Kohler and Milstein, a 1975 Nature 256:495- 
197;Campbell monoclonal antibody technique, a GESSHI animal, manufacture of a human hybridoma, the 
description Burdon et al (eds) (1985), biochemistry, and molecular biology, Elsevier Science Publishers, 
Amsterdam), an antibody or its part — Traunecker et al The EMBO J.10(2):3655- 3659, 1991 and Milenic, and 
D.E.et al Cancer Research 51 and 6363- it will be manufactured by the genetic engineering-technique including a 
chimeric antibody and a single strand antibody technique so that 6371, 191, and a Homo sapiens mold antibody 
nay be indicated by United States patent 5,530,101st 

\n antibody or its part will be used for an immunity therapy. An antibody or its part will be prescribed for the 
Datient with the chemical treatment agent or immunosuppresant which is independent or is known in the technical 
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Field concerned. 

antibody or especially its part will be used also as immunotoxin for acting as the target of the malignant 
Drostate gland cell, and killing and wounding it. Immunotoxin is useful, especially although it characterizes with two 
components and a cell is alternatively killed and wounded in the inside of a test tube, or in the living body. One 
constituent is a cytotoxic agent which usually acts on a cell death-dealing, when a cell is contacted or absorbed. 
The 2nd constituent is known as a transportation medium and offers a means to convey a toxic agent to specific 
cell types, such as a malignant prostate gland cell. Two constituents are mutually combined by various chemical 
chases known well. For example, connection to an antibody will be performed by a hetero bifunctional cross linking 

* 

agent, for example, SPDP, a carbodiimide, glutaraldehyde, its analog, etc. when a cytotoxic agent is protein, the 
ammunition of "monoclonal antibody-toxin fusantmagic which may set the procedure of various production of 
mmunotoxin to the technical field concerned, and is known — aiming — " — it sees Thorpe et al, the mono- 
<URONARU antibody in clinical medicine, Academic Press, and in pp.1 68-1 90 (1982). The constituent is outlined 
cy Chaudhary et al Nature 339,394 (1989), and can also be made and connected. 

Various cytotoxins are suitable for the use in immunotoxin. Cytotoxin drugs Radionuclides, such as idoine-131 or. 
ether iodine isotopes, yttrium 90, a rhenium -188, a bismuth -212, or other alpha-rays emitters, Much chemical 
ireatment medicine, such as vindesine, methotrexate, an ADORIA sewing machine, taxol, and cis- PURACHINAMU, 
Dlimax burdock antivirotic protein, the Pseudomonas exotoxin A, a lysine, diphtheria poison, lysine A chains, and 
:hese prototypes (Chimeric oxins, Olsnes and Phill, and ribosome inhibitor protein like Phannac.Ther.25,355-381 
il 982) — ) Monoclonal Antibodies for Cancer Detection and Therapy, eds.Baldwin and Byers, pp.1 59-1 79,224-266, 
Academic Press, and 1985 [ and ] Although cytotoxin protein, such as reference, is included, it does not restrict to 
ihese. 

s either an indicator or a non-indicator used to the purpose of a diagnosis, as for an antibody? 
\ non-labelled antibody will be used in combination with other antibodies by which the indicator was carried out. 
vlany kinds, such as a radionuclide, fluorescence, an enzyme, an enzyme substrate, an enzyme cofactor, enzyme 
nhibitor, a reagent, and such a thing, of indicators are used. The immunoassay of many molds is useful and it is 
mown by what has the usual technique in the technical field concerned. 

The cell lineage in this invention, a gene, protein, and an antibody are useful to various therapies and diagnoses, 
dore specific illustration is indicated below. 

The specified bibliography is applied to this specification by reference. 

\ patient's property in which the example 1(1) culture epithelial cell sequence was generated The prostate gland 
epithelial cell sequence was generated from the sample of the radical cure-prostatecotmy originating in six 
>atients who are consistent at a point with the neoplasm of inside thru/or an advanced phase (Gleason phase 6- 
}). (Refer to Table 1.) Culture of a cell was generated by mechanical destruction or the digestion like an enzyme of 
:he primary tumor tubercle excised from the fresh radical cure-prostatecotmy sample. Refer to the example 2 for 
detailed description of the culture approach. 
Table 1: Prostate gland cancer patient : clinical information 

^ItlPSA(ngM) ^gGleason&Pg 



L510 51 14.9 3+3=6 

.512 64 14.0 4+3=7 

,519 54 7, 7 4+4=8 

.532 52 5.0 • 3+3=6 

1535 66 2. 2 3+5=8 

.542 48 14.3 3+5=8 

2) Pathological analysis of the preparation In the pathological analysis of the fresh preparation used for generation 
)f a prostate gland cancer cell sequence, a certain cancer sample is a pure neoplasm, and it became clear that 
mother thing consists of the mixture of a good nature and a malignant cell. Preliminary identification of a sample 
vas left to the trial by the naked eye by the pathologist who has a technique. Refer to Table 2. The identification 
jnder a microscope was left to the trial of ten high expansion visual fields by the pathologist who has a technique. 
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<\ BPH= benign prostatic hypertrophy, the neoplasm between PIN= prostate gland epithelial cells. The mixture of 
a= cell type and b= 80% of sample consist of benign muscle fiber stromata. The focus of c= 1 microscope study- 
cancer was accepted. 

Table 2: Pathological analysis of fresh prostate gland sample 
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3) Check of the epithelium origin of a prostate gland origin cell lineage train The epithelium origin of a prostate 
jland origin cell lineage train was checked by cytokeratin dyeing. Both the amount of giant molecules and low- 
noiecular-weight cytokeratin were discovered in all the cell lineage trains of 16 originating in six radical cure- 
jrostatecotmy samples (a normal prostate gland, a prostatic cancer, normal seminal vesicle). Neither of the cell 
ineage trains of the prostate gland origins discovered PSA (however, the early passage of 1519-CP removes), or 
^AP. Reference of Table 3: Although the manifestation of b=PSA and PAP containing both F= fibroblast, a NP= 
normal prostate gland, SV= seminal vesicle, CP= carcinoma prostate gland, the amount of a= giant molecules, and 
ow-molecular-weight cytokeratin was recorded in the culture passage number 5, it disappeared, after continuing 
:he passage within a test tube (inch vitro), c = observed dyeing may have been the background, 
fable 3: Immunocytochemistry-analysis of prostate gland epithelial cell sequence of non-death 
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4) Check of the phenotype of cell surface The check of the phenotype of cell surface was indicated to the 
example II table 6. 

5) Genetic analysis of a prostate gland epithelial cell sequence The deletion of the allele in the 8th chromosome is 
connected with PIN and an erosive prostatic cancer, therefore has suggested the alternative way for the property 
decision of the epithelial cell sequence of the prostatic cancer sample origin. Nine deletion (LOH) of 
heterozygosity [ in / on one line of the cell lineage train of the cancer origin which is not cloned and / one locus ] 
vhich examined became clear by the deletion trial of the allele in ten separated loci on chromosome 8p using PCR 
polymerase chain reaction), and it has suggested that it is the long-term primary prostate gland tumor cell 
sequence by which this was established. Although careful attention was paid to separating the purest neoplasm 
ragment for culture within a test tube (inch vitro) When was succeedingly and the original neoplasm sample was 
jvaluated by the microscope It was the variable mixture which consists of a benign epithelium, BPH and PIN, 
md/or an erosive neoplasm (see Table 2), and since there was a possibility that LOH might be hidden, in order to 
)e exact property decision, cloning of an epithelial cell was needed. The final genetic property decision of the 
>rostate gland cell lineage train indicated by this specification and cloning of the single cell of the above- 
nentioned sequence were indicated below. 
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Cloning and' property decision of the single cell of an example 2 non-death malignant prostate gland epithelial cell 
Generation of an ingredient and an approach primary cell culture The preparation used for production of a cell 
lineage train was got from whenever [ inside ] in NCI by six continuous patients who are performing a radical cure- 
prostatecotmy for the therapy of an advanced local prostatic cancer (from the Gleason phase 6-8 and neoplasm 
phase T2C to T3C). The fresh excision prostate gland directly obtained from the operating room was separated by 
the skillful pathologist under the sterile condition. The organization called a normalprostate gland, a prostatic 
cancer, or a normal seminal vesicle in inspection by the naked eye was separately separated in order to produce a 
cell culture. Culture was generated by mechanical destruction (diameter <1cm fragment) or the digestion (>1cm 
fragment) (21) like an enzyme. The sample acquired from the patient of No. 1510 and No. 1512 was prepared by 
digestion like an enzyme, and subsequent culture was generated by mechanical destruction. The organization 
subdivided for enzyme-digestion suspended in the 100ml digestive culture medium, and left it at the room 
temperature on the churning plate overnight. PBS which had the suspension of the single cell produced as a result 
sterilized washed, and it re-suspended in the growth medium (see the following), and distributed to 6 hole plate 
covered by the rat tail I-beam collagen (Collaborative Biomedical Products, Bedford, MA). For mechanical 
destruction of a sample, the organization fragment was carefully subdivided on the cube of a 2-3mm four way type 
n the little growth medium, and the suspension of the organization and cell which were produced as a result was 
distributed to 6 hole plate. All culture was generated by volume of 1ml per hole, and was kept warm by C02 37 
degrees and 5%. In order to fix the cell and organization under growth and to make a plate paste, they were put for 
two to three days. Next, the non-pasted up residual fragment was sucked up carefully and the hole was filled with 
the fresh culture medium of three to 5 ml. Exchanging the culture culture medium day by day [ 2-4 ] regularly, the 
ncreased adhesion cell performed desorption processing by the trypsin next. The established growth culture was 
naintained in the tissue culture flask (Falcon, Becton Dickinson, Lincoln Park, NJ). The growth medium for a 
crostate gland and a seminal vesicle epithelial cell sequence is a keratinocyte blood serum deficiency medium 
[keratinocyte - [ SFM ]) containing 25microg [/ml ] cow hypophysis extract, 5 ng/ml epidermal growth factor, 2mM 
L-glutamine, 10mM HEPES buffer solution, an antibiotic, and 5% heat inactivation foetal calf serum (FBS) 
[Biofluids, Rockville, MD). It consists of GIBCO-BRL, Grand Island, and NY. For generation of the epithelium 
culture from the fresh preparation, in order to decrease to 1-2% and/or to protect the concentration of FBS from 
growth of contamination-fibroblast, the cholera toxin (Sigma, St.Louis, MO) was added by ten to 20 ng/ml 
concentration. When fibroblast remains in epithelial cell culture medium rarely, in order to gain a pure epithelial cell 
culture, judgment-trypsinization (in order to leave the epithelial cell which kept it warm at 37 degrees C for 1 to 2 
Tiinutes, next grew further, washing removal of the fibroblast of isolation is carried out) was very successful. 
The fibroblast sequence of the self^origin was produced from mechanical destruction of benign interstitial tissue of 
crostate, and was cultivated by RPMI 1640 culture medium which contains heat inactivation FBS 10%. The 
Epstein-Barr-virus infection B cell sequence of the selfHcrigin was produced using the standard technique, and 
/vas cultivated in FBS 1 640+1 0% of RPMI(s). 

culture of a metastatic prostate gland cancer cell The epiphytal cell lineage trains DU [ LNCaP and ] 145, PC-3 
;ATCC, each of CRL1740, HTB81, and CRL1435), and TSU-Pr1 (a Johns Hopkins university, Baltimore,;Iizumi et al. 
! that was also generously offered by Dr. William Issacs of MD ], and J.Urol.1 37:1 304- indicated by 1306 and 1987) 
were maintained in RPMI 1640 culture medium which added FBS 10%. 

immortalization of a primary cell culture The immortalization of a cell culture was attained by carrying out 
xansduction by the retrovirus (also generously provided from Dr. Denise Galloway, Fred Hutchinson Cancer 
■Research Center, Seattle, and WA) (22) called LXSN 16E6E7 which carries out the code of the neomycin 
chosphotransferase which is 16 (HPV16) human papillomavirus human serum protein typeE6, E7 transformation 
crotein, and an eukaryote selective marker about the cell increased in activity. 

in preparation of immortalization, divided short-term epithelial cell culture (culture passage 1-3) into 1:2, it was 
-nade to re-paste up in 6 hole plate for at least 48 hours, and culture of 50-60% of confluent state was obtained. 
TTie transduction by the LXSN16E6E7 recombination virus was attained by transposing a culture culture medium 
:o the culture supernatant collected from the retrovirus production sequence PA 317 between 24 hours (22) under 
3xistence of a 10microg/ml DEAE-dextran (Sigma). 

Dloning of the single cell of the cell culture by which immortalization was carried out The clone ensemble of non- 
death epithelial cell culture was produced for research of a LOH property. When stated briefly, recovery of the 
confluent cell culture was carried out by the trypsin, and washing and counting were performed. The cell was 
continuously diluted to 2-5 cell / concentration of ml in the keratinocyte growth medium (see the top), and was 
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distributed to eight to ten holes of 96 holes and a flat bottom microculture plate 200microl / hole «=1 cell hole) . 
every. In order to secure sufficient cell for a DNA extract and cold storage, the confluent cell which has the origin 
in dilution of <1 cell / hole was developed on 24 hole plate. 

(mmunocytochemistry-analysis For the immunocytochemistry-research of a cultured cell by which immortalization 
was carried out, recovery of the cell was carried out, it was washed by the trypsin, and it was made the pellet. 
Next, it fixed with buffeHzed formalin 10%, and the pellet of a cell was surrounded from paraffin. It fixed with 
formalin and the fresh organization fragment of the prostate gland sample origin was also surrounded from paraffin, 
tt put after the slide which prepared the 5-micron intercept and was charged from the fresh neoplasm sample and 
the cell lump which cultivated ((Fisher Scientific, Pittsburgh, PA) 23). An avidin-biotin peroxidase complex method 
And the following primary antibodies It uses. Immunocytochemistry performed : — an anti-Homo sapiens prostate 
?land specific antigen (PSA) Monoclonal antibody () [ Dako ] Corp, Carpenteria, a CA; anti-Homo sapiens prostate 
gland acid phosphatase (PAP) polyclonal antibody (Dako Corp, Carpentania, CA); anti-Homo sapiens cytokeratin 
CAM 5.2 () [ Becton-Dickinson, ] [ San ] Jose, CA;, and anti-Homo sapiens cytokeratin AE1/AE3 (Boelinger- 
Mannheim, Indianapolis, IN). The cell lineage train and the neoplasm tissue fragment were evaluated based on the 
"ate «25%, 25-50%, 50-75%, or >75%) and dyeing reinforcement of dyeing of a cell (from 1+ to 4+). 
Flow cytometry It was that the thing [ in / over a long period of time / a prostate gland epithelial cell sequence ] 
for which the amount of manifestations of an important surface molecule is opted immunologically is interesting for 
Drospective research and the further property decision. :CD54 (anti-ICAM- 1) which carried out recovery of the 
Dell culture by which immortalization was carried out, and performed dyeing by the following monoclonal antibodies, 

3D80 (anti 7.1) and CD86 (anti 7.2) (Becton-Dickinson), W6/32 (anti-HLA-A, B, C), and L243 (anti-HLA- 

DR) (ATCC, Rockville, MD) (21). In order to reinforce a manifestation in the front face of an MHC molecule, the 
:ell was cultivated under IFN-gamma 500U/ml existence before flow-cytometry analysis for 72 hours. 
Microdissection **** DNA extract The microdissection of the focus which the normal prostate gland epithelial cell 
:>r normal erosive tumor cell of the organization sample origin which fixed with formalin and was surrounded from 
Daraffin chose was performed under direct solar radiation microscope visualization as it was already indicated (24, 
25, 26). When stated briefly, non-dyed formalin fixation and the 5-micron histological organization fragment which 
carried out paraffin envelopment were prepared on the slide glass, and it deparaffinization-ized twice by the 
<ylene, washed twice by ethanol 95%, and dyed and was air-dry by eosine. The adjoining fragment was dyed by the 
lematoxylin and eosine. It chose from the slide glass which carried out eosine dyeing of the interested specific 
Dell, and microdissection was carried out with the needle of 30 gages of throwing away which added amelioration. 
DNA was extracted from 1-5X103 cells obtained by microdissection. The cell originating in one or more adjoining 
capillaries which cancer or a normal epithelium separated depending on the case was combined. DNA was 
extracted also from 1-5X104 cells obtained from the culture which is increased in [ again ] activity, and by which 
mmortalization was carried out. The cell was immediately re-suspended in 0.01 M TRIS-HC1 pH 8.0, 1mM EDTA, 
l%Tween 20, and the solution (to the cell which carried out microdissection, it is 200microl to 20microl or a 
cultured cell) containing 0.1 mg [/ml ] proteinase K, and incubated at 37 degrees C overnight. Following the 
ncubation, in order to carry out inactivation of the proteinase K, the mixture was boiled for 5 to 10 minutes, and it 
saved at 4 degrees C for the next polymerase chain reaction (PCR) analysis. 

Detection of the deletion of heterozygosity SFTP-2, D8S133, D8S136, NEFL, D8S137, D8S131, D8S339, and ANK 
/vere included in the multi-DNA marker used for the detection of LOH in a chromosome eight p12— 21. :1SFTP2 
lucleic-acid array: whose group of the PCR primer used in order to amplify a DNA micro satellite marker is as 
: ollows — 6861 primers: — primer name Primer array SFTP2CA CAGCCCAGACAGGCTGGAA (Seq.ID No.1) 
5FTP2GT ACTTTTCTGGCCAAACTCCTG(Seq.ID No.2) 

nagnification array minimum length: — 0.111 magnification array maximum length: — 0.157Wood and S Genomics 
?4:597- it is indicated by 600 and 1994. SFTP2 is located in the field between eight p1 1-8p22. <BR>2D8S 133 
lucleic-acid array: — M73471 primer: — primer name Primer array D8S133CA CAGGTGGGAAAACTGAGGGA 
;Seq.ID No.3) 

D8S133GT AGCAACTGTCAACATATTGCTC(Seq.ID No.4) 

magnification array minimum length: — 0.094 magnification array maximum length: — it is indicated by O.I^Woodi 
5 Cytogenet Cell Genet 58:1 932, 1 991 :Wood, S Genomics 1 3:232, and 1 992. 

3) D8S136 primer : primer name Primer array D8S136CA GCCCAAAGAGGAGAATAAA (Seq.ID No.5) 
D8S136GT CTGTTTCCACACCGAAGC(Seq.ID No.6) 

nagnification array minimum length: — 0.071 magnification array maximum length: — 0.089Wood and S Cytogenet 
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CellGenet 58: — it is indicated by 1932 and 1991: 

4) NEFL nucleic-acid array: — L04147 primer: — primer name Primer array 214 GCAGTAGTGCCGCAGTTTCA 
(Seq.ID No/7) 

215 TGCAATTCATCTTCCTTTCT(Seq.ID No.8) 

magnification array minimum length: — 0.137 magnification array maximum length: — 0.147Rogaev and 
E.Hum.Mol.Genet. — it is indicated by 1:781 and 1992. 

5) D8S 137 nucleic-acid array: — X61694 primer: — primer name Primer array D8S137CA 
AAATACCGAGACTCACACTATA (Seq.ID No.9) 

D8S137GT GCTAATCAGGGAATCACCCAA(Seq.ID No.10) 

magnification array minimum length: — 0.152 magnification array maximum length: — 0.1 61 Wood, S Cytogenet 
CellGenet 58:1932, 1991;Wood, and S Nucleic AcidRes.19: — it is indicated by 6664 and 1991. 
5) D8S131 primer : primer name Primer array 131CA 2-1 ACATAGGCTGGAGAGTCACAGG (Seq.ID No.11) 
131 CA2-2 GGATGAGGCTCAGCACACAAGC(Seq.ID No.1 2) 

magnification array minimum length: — 0.132 magnification array maximum length: — :Yu and CE Hum.Mol.Genet. 
which are indicated by 0.144 citations — 3:211 and 1994. 

7) D8S339 primer : primer name Primer array WT251-A TAGATGTTACCATTTCAC (Seq.ID No. 13) 
I/VT251-B GATTAGATCTTGGATCAG(Seq.ID No.14) 

magnification array minimum length: : — 0.162 magnification array maximum length: — :Thomas and 

fl.Hum.Mol.Genet. which are indicated by 0.176 citations — 2:828 and 1993. 

3) Ank nucleic-acid array: — D16990 primer: — primer name Primer array ANK1.PCR1.1 

rCCCAGATCGCTCTACATGA (SeqJD No.1 5) 

WK1.PCR1.2 CACAGCTTCAGAAGTCACAGCSeqJD No.1 6) 

:t is indicated by Polymeropoulos et al. Nucleic Acid Res 19:969 and 1991. 

D CR was performed as already indicated (19). If it states briefly, 12.5microl PCR reaction mixture 20QmicroM 
dATP, dGTP, and a dTTP;40microM dCTP;0.8mM primer (in Research Genetics, Huntsville, Ala., or an Applied 
3iosystems DNA synthesis machine) The Taq polymerase (Boelinger Mannheim) of the compounded;2microcurie 
>lpha32P] dCTP;16microM tetramethylammonium chloride (27);1X PCR reaction buffer solution (1.25mM MgCI2 is 
ncluded) and one unit was included. In order to improve magnification and precision of a generation product in 
narker D8S133 and D8S137, DMSO was added 5%. The reaction was continued with the incubation for 2 minutes 
about all markers at annealing of 28 to 40 cycles (it is dependent on a marker), an expanding reaction (it is 30- 
>econd and 72-degree-C 30 seconds at 30 seconds and 95-degree-C annealing temperature), and 72 degrees C 
:o :95-degree-C 2 minutes performed as follows, and a degree. The annealing temperature over each marker was 
jxperientially determined from the first guess based on the die length of a primer, and a presentation, 
t denaturalized at 90 degrees C for 5 to 10 minutes, and the magnification DNA sample by which the indicator was 
carried out was put on the gel which consists of acrylamide (30:0.8 acrylamide: screw acrylamide), 5.6M urea, a 32% 
: ormamide, and 1X TBE (0.089M Tris pH8.3, 0.089M boric acid, 0.002M EDTA) 7% (28). Electrophoresis of the 
sample was carried out by 95 for 2 to 4 hours. Gel was imprinted in the gel filter paper (Bio-Rad) for sequencing, 
and performed the radiograph with the Kodak X-OMAT film. The criteria of LOH were determined as at least 75% 
yf deletion in one allyl compound by the direct visualization by three independent inspectors as compared with 
resh PBL contrast of the self-origin. When sufficient quantity of DNA was usable, LOH was proved by at least 
:wo kinds of independent experiments. 

Drganization acquisition for a result cell culture Since it was known that difficulty will follow on production of the 
ion-death prostate gland tumor cell sequence of the primary (non-metastatic) sample origin conventionally, the 
;rude, first biggest cancer tubercule (1 to 3cm) of appearance was chosen as fresh organization Hara for 
producing a cultured cell, next, microscope observation of the organization fractionation which the first 3 test 
patients 1510, 1512, and 1519) origin adjoins — since — it became clear that mixture with various good nature 
prostate gland epithelia, benign prostatic hypertrophies (BPH), tumorigenesis (PIN) in a prostate gland epithelium, 
and infiltrative cancer cells was contained in "cancer" sample. However, "normal" sample of a patient 1512 and 
:he 1519 origins consisted of only benign prostate gland epithelia (Table 2). 

n order to raise possibility of obtaining the pure cancer cell for generating a cancer cell sequence from a next 
>atient, the small organization fragment «1cm) was gained with tissue culture, freezing, and the contiguity 
ntercept for paraffin sections. Furthermore, when possible, it was chosen from each sample for cultured cell 
)roduction of two or more separate cancer organization fragments. By using these conditions [ **** ], they are 
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hree' fundamental prostate gland removal operation samples (patients 1532, 1535, and 1542). 
t was possible to have gained the organization intercept which is alike, sticks and contains at least 95% of 
ximorigenesis cell (PIN and invasion neoplasm) by six trials among 7 times. Furthermore, the organization fragment 
suitable for generation of three good nature prostate gland epithelial cell sequences and two good nature seminal 
/esicle epithelial cell sequences succeeded in carrying out dissection extraction from these fundamental prostate 
jland removal operation samples (Table 2). 

The immortalization of a prostate gland origin cell lineage train, and immunocytochemistry-analysis Except for one 
>f 17 preparation (patient 1519 origin normal prostate gland) shown in Table 2, all were easily established by short 
culture. However, cell proliferation was comparatively late, and in order to establish the cultured cell with the 
/iability force for five to six weeks or more which grows actively, the immortalization of the epithelium cultured cell 
vithin a test tube was required for it. The transformation of the adhesive monolayer culture cell was carried out 
)ver 2 or 3 passages by the recombination retrovirus which carries out the code of 16 HPVE6 and the E7 
ransformation protein, and, as a result, 16 long-term epithelial cell sequences arose. Four pieces are [ the seminal 
/esicle origin and ten pieces of the normal prostate gland origin and two pieces ] the primary cancer sample 
>rigins among those. Furthermore, the non-death fibrocyte sequence generated from four patients' prostate gland 
itroma was established. A success of a transformation was checked compared with the rate of cell survival in the 
nside of G418 of 1mg [/ml ] concentration, and the non-immortalization cultured cell observed by coincidence 
vith the increment in the rate of cell survival more than 50 culture passage, and the speed of growth (drawing 1 
\). Under the microscope, no immortalization prostate gland epithelial cell sequences were based on the good 
lature organization origin or the malignant organization origin, but showed the same gestalt. That is, the gestalt of 
i cultured cell does not become an index for distinguishing a good nature cell from a malignant cell (drawing 1 B). 
n order to check the epithelium and the prostate gland origin of a cell lineage train of the prostate gland origin, 
mmunocytochemistry analysis was performed to the cell lump of the non-death culture origin increased actively 
Table 3). Quantity and low-molecular-weight cytokeratin were discovered by all the epithelial cell sequences 
generated at this laboratory containing the thing of the normal prostate gland origin, the normal seminal vesicle 
)rigin, and the prostate gland neoplasm sample origin. 75% or more of cell was dyed by on-the-strength 4+ 
comparable as dyeing observed by the metastatic prostate gland tumor cell sequences DU [ LNCaP and ] 145, 
3 C-3, and TSU-Pr1 which were established. That is, the epithelium origin of these culture was corroborated. Any 
;ignificant cytokeratin manifestations were not observed in the fibrocyte sequence or black tumor cell of contrast. 

Mthough it was shown by the cytokeratin manifestation positivity that the cell lineage train generated from the 
>rimary prostate gland neoplasm sample is the hide origin as a matter of fact, it was important similarly to inspect 
he manifestation of the prostate gland related protein PSA and PAP by these cultured cells, only the non-death 
>rostate gland neoplasm origin cell lineage train (1519-CPTX) generated from the patient 1519 discovered after 5 
culture passage on the level which can detect these protein (each, cell dyeing of >75% on-the-strength 2-3+, and 
cell dyeing of >75% on-the-strength 4+). However, after 30 culture passage, the manifestation of PSA and PAP 
vas not detected any longer in 1519-CPTX. Furthermore, in the anaphase of the passage of this cell lineage train, 
he manifestation was not guided with IFN-5-aza— 2 '-deoxycytidine or a dihydroxy testosterone. From 
mmunohistochemistry-assay of the prostate gland neoplasm tissue intercept with which it was fixed for the 
nanifestation of PSA and PAP, some cancer focuses which do not show the manifestation in which dyeing of the 
veak heterogeneity of cancer carbonization and what kind of detection of these protein are often possible, either 
vere seen. On the contrary, all the normal glands in the fractionation under the same microscope were dyed 
lomogeneity strongly about PSA and PAP ( drawing 2 ). The weak heterogeneous manifestation of PSA and PAP 
n the living body [ by the prostate gland tumor cell ] (inch situ) can explain that a manifestation is not seen in an 
mmortalization prostatic cancer origin cell lineage train. However, that there is no manifestation does not 
correlate with the strong manifestation observed by corresponding organization fractionation by the good nature 
>rostate gland epithelial cell sequence, but it is suggested that the deficit of a manifestation of PSA and PAP may 
)e produced also as a result of the cell culture within a test tube. 

\ssay of chromosome 8p about LOH in the organization in which microdissection was carried out As mentioned 
ibove, in many cases, the "prostate gland neoplasm" cell lineage train of this invention originates in the 
>rganization sample containing the mixture of a benign and malignant cell type as a matter of fact ( drawing 2 ). All 
he cultured cells needed the transformation in a retrovirus, in order to guide long-term growth, and use of LOH 
malysis was developed as a method of substituting for the property decision of the cultured cell which generated. 
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lewly the bfenign and malignant prostate gland epithelial cell by which the transformation was carried out also in 
jestalt since it was undistinguishable also in histochemistry. In the cancer focus or normal epithelial cell by which 
microdissection was carried out, LOH on chromosome 8p12 -21 was inspected from the fresh organization 
ntercept which corresponds first It was chosen in order that (1 9) it is indicated to be to detect LOH of a high 
ate in the prostate gland neoplasm sample by which microdissection was carried out, and the panel which eight 
nicro satellite markers attached might identify chromosome 8p deletion. The panel, of eight micro satellite markers 
;an identify the deletion of the loci 1 1-21 of a chromosome 8, as shown in drawing 3 . 

3y assuming that the cell which has normal appearance under a microscope contains LOH as a precursor of 
leoplastic transformation, it was used as normal contrast for LOH analysis of fresh PBL of the self-origin by 
vhich cold storage was carried out. What is being done for the heterojunction by 4 or eight loci or more by which 
ill six patients were inspected by analysis of fresh DNA of the PBL origin (information is given) was shown, 
-lowever, about two patients (1519 and 1532), the cancer sample by which microdissection was carried out did not 
;how the proof of LOH, but LOH analysis being useful to the property decision of the cultured cell originating in 
hese samples, and not obtaining was suggested (Table 4). 

fable 4 LOH on chromosome 8p in the microdissection focus of prostate gland neoplasm or good nature 
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laintenance of heterozygosity (0) 

'he deletion (-) <BR> non-information target of heterozygosity (homozygosity allele) (-) 
In-determining (nd). 

)n the contrary, the neoplasm in which microdissection was done by patients 1510 and 1512 showed LOH in all 
he inspected information seating positions. About the patient 1 535, six separate cancer focuses by which 
licrodissection was carried out were inspected, and all showed the same pattern of LOH. 16 by which a pattern 
/hich is different about LOH was shown from the LOH analysis of the cancer of different 12 in which 
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Tiicrodissection was done to the interesting thing by the patient . 1542, and four were inspected 12 inside — 
naintenance of all information alleles was shown (Table 5). The normal epithelium by which microdissection was 
:arried out did not show the proof of LOH on chromosome 8p by making the sample of the patient 1510 origin into 
an exception. All of three "normal" focuses to which microdissection of the patient 1510 origin was carried out 
show big LOH which was in agreement with the pattern of LOH observed from the cancer of the self-origin, and 
:he importance of using PBL as normal contrast for this kind of research is emphasized. 

fable 5 It can set in the prostatic glandular tissue and the immortalization cell lineage train of the patient 1542 
origin by which microdissection was carried out. LOH on ******** 8p 
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Deletion of lower allele (LL) 

Jn-determining (nd). 

a continuous culture passage number 

LOH analysis of the immortalization cell lineage train of the representation d clone 1542-CP3TX.8.1e clone. 1542- 
3P3TX.8.4 patient 1542 origin of each representation c30 piece clone of each b7 ** clone The deficit of the 
Heterozygosity of the cell culture produced from the patient 1542 is interesting especially in the light of various 
Datterns of LOH which appeared in the cancer focus from which 12 differs, and by which microdissection was 
carried out. This patient shows information about D8S133, D8S136, D8S137, D8S131, D8S339, and ANK. In four of 
:hese seating positions, it inspected in the detail about the deletion of the allele in cancer, a normal prostate gland, 
a normal seminal vesicle, and the cultured cell of the normal fibrocyte origin (Table 5). From analyzing repetitively 
:he mass culture (passages 3, 6, and 13) of the initial passage of the cancer origin shown as 1542-CP3TX, LOH 
/vas seen about neither of four inspected micro satellite markers. However, 1542-CP3TX showed the deletion of 
jp allele in all four inspected locations after 21 continuous-culture passage (about six months). This deletion 
pattern was the same as the pattern seen in the cancer location of No. 7 by which microdissection was carried 
Dut. It was generated from the passage 23 of 1 542-CP3TX, and the LOH pattern as non-cloning anaphase 
subculture and the cancer of No. 7 by which microdissection was carried out with the same all was shown, and the 
single cell clone of 30 is a clone of an extensive anaphase passage cell lineage train, or showed the presentation 
near a clone. Failure in the detection of LOH in the initial passage of 1542-CP3TX suggests existence of two or 
nore cancer clones with a different pattern in mass culture, and these knowledge is considered that detection of 
.OH in the approach based on PCR was checked again. In order to investigate this, the single cell clone was 
generated from the initial passage (passage 8) of 1542-CP3TX, and LOH was inspected ( drawing 4 d. Seven of 
line clones did not show LOH in D8S136 or D8S131 like three pieces among 12 in the cancer to which 
nicrodissection of the patient 1542 origin was carried out. However, one clone (clone 4) (1 542-CR3TX.8.4) showed 
:he cancer of No. 7 by which microdissection was carried out, the anaphase passage of 1542-CP3TX, and the 
pattern of the descendant clone and the same pattern of LOH, and it was suggested that the cancer clone which 
occupies many under anaphase passage mass culture existed in the early culture passage very much clearly. 
Having been observed about other eight initial passage clones showed a different LOH pattern to the interesting 
:hing, and the deletion of the lower allele of D8S133, D8S136, and D8S131 followed the clone 1 (1542-CP3TX.8.1) 

the initial passage 1542-CP3TX origin on it. This is in agreement with the LOH pattern detected in two cancers 
No. 1 and No. 3) by which microdissection was carried out again, being careful — it is that LOH was not detected 
n the repetitive experiment using the immortalization culture normal prostate gland epithelium of the early stages 

the patient 1542 origin, and an anaphase passage, a seminal vesicle, or fibrocyte. It becomes the 
iounterevidence to possibility that this will say that LOH observed in the cell derived from cancer was an artifact 
}y culture. 

nspection of LOH of the chromosome eight p12-21 in the cultured cell of the patient origin of the five remainder 
n patients 1510 and 151 2,, LOH was detected in many seating positions in the cancer sample by which 
nicrodissection was carried out (Table 4). However, the immortalization epithelium cultured cell generated from 
:he corresponding cancer content preparation did not show LOH, when examined on extensive level by the first 
stage or anaphase culture passage. Similarly, the clone (about a passage 23 and 1512-CPTX, it is [ CPTX / 151 0— ] 
a passage 31) which grew from the anaphase culture passage did not show the proof of LOH. The normal prostate 
jland epithelium of amount with this most to the preparation of the basis by which these culture was produced 
existing (Table 2), and the inside of a test tube are reflecting that a normal cell carries out superfluous growth. 
Carrying out cloning of these cell lineage trains by the early culture passage very much may induce many valuable 
-esults more. 

inspection of the cancer focus to which microdissection of a patient 1519 (one focus) and the 1532 (eight 
: ocuses) origins was carried out did not show LOH (Table 4). Nevertheless, the cultured cell established from 
;hese neoplasms was evaluated about LOH. In the case of the patient 1519, maintenance of heterozygosity was 
shown by s;ix inspected information seating positions from inspection of mass culture 1519-CPTX. However, 
seating position D8S133 with single one showed LOH among the single cell clones of 11 of the culture passage 24 
origin. As for the hook, in the case of the patient 1532, mass culture sequence 1532-CP2TX (Table 2) generated 
rom one of two acquired cancer samples showed LOH to (the passage 24) in D8S133, D8S136, and NEFL only for 
rfter culture of long duration. No less than all ten clones generated from the anaphase culture passage showed the 
same deletion pattern. However, one of the immortalization cultured cells of the normal prostatic glandular tissue 
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Drigin of the' patient 1532 origin did not show the proof of LOH after 20 culture passage. Similarly, the 
mmortalization fibrocyte sequence of the self-origin held the heterozygosity in the three same alleles as having 
Deen lost in 1532-CP2TX. That is, it is suggested that LOH which exists in the neoplasm focus in the living body 
jnch situ) which was not dissected for analysis of these results from LOH observed by a single 1 51 9-CPTX clone 
and single 1532-CP2TX may be reflected. 

The interesting result was obtained by the cultured cell of the patient 1535 origin. In this case, extensive LOH was 
shown in six separate cancer focuses by which microdissection was carried out, and all showed the deletion of the 
;ame pattern (Table 4). The cultured cell of the first stage generated from a prostate gland neoplasm and an 
anaphase passage did not show LOH like the thing of the normal prostate gland origin and the normal seminal 
/esicle origin. Similarly, the cancer clone of 1 1 generated by the culture passage 27 did not show deletion. 
However, one clone which has the LOH pattern which suits six cancer disease blow holes by which 
inicrodissection was carried out by cloning of initial passage cancer culture (passage 12) became clear (clone 
I535-CP1TX.14.3). These results show that initial cloning of the immortalization cultured cell histologically 
jenerated from the heterogeneous prostate gland neoplasm sample is required, in order to reproduce the result 
)bserved by the patient 1542 and to obtain a pure cancer cultured cell. 

Manifestation of the MHO molecule by the immortalization cell lineage train of the prostate gland neoplasm origin 
nspection of a manifestation of the front face MHO in an immortalization cancer origin cell lineage train is 
mportant in order to take into consideration the potential usefulness of these sequences for immunological 
esearch. When opted for the culture originating in all six patients by flow cytometry, it discovered the front face 
dHC class 1 of a significant quantity, and adhesion-molecules ICAM-1 (Table 6). 

fable 6: Manifestation by cell surface of MHO by immortalization prostate gland epithelial cell sequence, and 

















MHC classl 


MBCclassII 


ICAM-l 


1510 


F 


96 


1 


57 




CP 


90. 


2 


22 


1512 


NP 


100 


10 


43 


• 


CP 


97 


6 


35 


1519 


CP 

• 


92 


3 


40 


1532 


NP 


88 


1 


50 




CP, 


89 


4 


65 




CP 2 


95 


1 


74 


1535 


NP 


78 


0 


44 


• 


SV 


96 


1 


80 




CPi 


99 


1 


60 




CP 2 


82 


1 


50 


1542 


F 


* 

87 


1 


58 




NP 


63 


2 . 


65 


* 


SV 


69 


1 


87 




CP, 


71 


i . 


66 




CP* 


72 


• 

l 


73 
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:P a 40 3 64 

/vhat kind of thing of the sequence by which immortalization was carried out — the costimulatory molecule (B7.1, 
37.2) of MHC class II or B7 family — neither was discovered on detectable level. However, it is interesting to 
determine whether as reported by the melanoma cell lineage train before, upper control of the manifestation of 
[29) and an MHC molecule can be carried out under existence of IFN-gamma. The cancer to which immortalization 
Df the cell lineage train 1532-CP2TX, 1535-CP1TX, and 1542-CP3TX origin was carried out was cultivated under 
3xistence of 500U/ml IFN-gamma for 72 hours, and the manifestation of MHC was inspected after that All had the 
-nanifestation of the MHCdassII molecule of a significant quantity guided. The manifestation of a MHC class I 
molecule was also reinforced in comparison with the contrast which furthermore is not processed (comparison of 
drawing 5 C and 5A). These immortalization cancer origin cell lineage trains are one of the useful reagents 
Dotentially because of research of CD4+ [ in / in the light of this / the patient of a prostate gland primary 
malignant tumor ], and a CD8+ cell medium nature immune response, or a stimulus. 

HLA mold decision of a prostate gland epithelial cell sequence An HLA mold decision was made about each patient 
n whom a prostate gland epithelial cell sequence originates. A, B, and C mold were determined by the human 
serum protein type decision of the lymphocyte using an approach known by the technical field concerned. DR and 
DQ mold were determined by the genotype decision of the lymphocyte using a standard approach. The result of an 
-ILA mold is shown in Table 7. 

:able 7 HLA mold of prostate gland epithelial cell sequence 



HI 


1^ A 


B 


. Cw 


DRB1* 


DQB1* 


DRB 


L510 


29.31 


44. 60 


3,- 


0401, 07 


0201, 0302 


4* 0101 


1512 


3,- 


7,- 


. 7,- 


1501, - 


0602, - 


5* 0101 


L519 


24. 32 


14, 44 


5.8 


0701, 1301 


0201, 0603 


3* 0101 














4* 0101 


1532 


1,- 


8,57 


6,7 


0301,04 


0201, 0301 


3* 0101 






• 








4* 0101 


1535 


1,31 


7,37 


6,7 


07,04 


0201, 0302 


4* 0101 


1542 


1,23 


50, 70 


2,- 


0301, 1101 


0201, 0301 


3* 0202 
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(2) miftffl SEQ ID N0:I: 

a) miom: 

(A) g$ : _9i___£ft 

(B) M: $H 

(D) h^Dt;-: 

(ii) l^iJ: SEQ ID N0:I: 

gagoccagac aggctggaa 19 

(3) SEQ ID N0:2: 
(i) SE^IJOM: 

CtifiS : '21J___B*t 
(BM: 

Cii) SEQ ID N0:2: 

ACTTTTCTGG CCAAACTCCT G 21 

(4) W&llffl SEQ ID N0:3: 

(i) S^iJ©4#i__: 
CA)&$: 20±i__£ft 
(B)I__: 

CD)M*p$?-: OlMft 

(ii) @E?iJ: SEQ ID NO: 3: 

:aggtgggaa aactgaggga 20 

(5) ebwr seq id no: 4: 

(i) K?iJ©#t__: 
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(ii) K#J: SEQ ID NO: 4: 



AGCAACTGTC AACATATTGC TC 



22 



(6) I5?'Jttfg SEQ ID NO: 5: 
(i) S^ijO^: 
(A)&$: 19£gft 
CB)ffl: ttll 



(7) l^ijlffg SEQ ID N0:6: 

(i) S5?'J©1#&: 
CDS*-: 18^S^ 
CB)M: mt 

« 

(ii) SEQ ID NO: 6: 

CTGTTTOCAC ACCGAAGC 18 

(8) SBWPB SEQ ID NO: 7: 

(i) f£?»JCD#1__: 

(B)M: 

(ii) iS3?tJ: SEQ ID NO: 7 : 

GCAGTAGTGC CGCAGTTTCA 20 



(ii) SEQ D N0:5: 



GCCCAAAGAG GAGAATAAA 



19 



ittp://www4.ipdl. ncipi.go.jp/cgi-bin/tran_web_cgi_ejje 



8/22/2006 



JP.2000-506379.A [DETAILED DESCRIPTION] 

(9) &ljfflg SEQ ID N0:8: 

(i) EWfttt: 

<B>&: Ml 

(C) $j©&: -#« 

(D) h#ni?-: 

(ii) lejij: SEQ ID NO: 8: 
TGCMTTCAT CTTCCTTTCT 

(10) S^Jttflfi SEQIDN0:9: 

(i) Iffi?lJ©#&: 

(A) §£: 22£gft 

(B) M: ftltt 

(.om<m: ~*m 

(D) htfov?-: Qgjg&lt 

(ii) S3?'J: SEQ ID NO: 9: 
AAATACCGAG ACTCACACTA TA 
ClDEWWR SEQ ID N0:10: 

(i) 

am*: 2immt 

<B)S: 

<0«©»: -*« 
(D)h#a^- : jfggft 
(ii) BS?ij: SEQ ID NO: 10: 
GCTAATCAGG CAATCACCCA A 

tffltiWim SEQ ID NO: 11: 
(i) E?iJ©4ft£: 

(A) g$: 22^gft 

(B) M: «TR 
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(D) h#n->'- : mmvt 

(ii) 1E?iJ: SEQ ID NO: 11: 
ACATAGGCTG GAGAGTCACA GG 22 

(13) iS?iJtP8 SEQ ID N0:12: 

(i) WMOffik: 

ob)m: mm 

(D)b#n^- : mkVt 

(ii) WJ: SEQ ID NO: 12: 

GGATGAGGCT CAGCACACAA GC 22 

* 

(14) |^iM$g'SEQ ID N0:13: 

(i) EfllOftte: 

CBM: «tt 

(C) 8i<D§fc: 

(D) h#n^- : [fflgR 

(ii) S^iJ: SEQ ID NO: 13: . 

TAGATGTTAC CATTTCAC 18 
ClOEWtfil SEQ ID NO: 14: 

(i) B»J<D#t£: 

(A) fi3 : 18±gS*t 

(B) M: m. 

(D)>#u->-: Bgft 

(ii) 12?iJ: SEQ ID NO : 14 : 

GATTAGATCT TGGATCAG 18 
(16)iE£iJ'ft$j{ SEQ ID NO: 15: 
(i) W?\\<D*m.: 
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(B)ffi: fflft 

CD) F#Dy'-: ilfgft 
(ii) Sftl: SEQ ID NO: 15: 
TCCCAGATCG CTCTACATGA 20 
(17)S5^iJif^ SEQ ID NO: 16: 

(i) BfllOtttt: 
CA)S$: 20£g*f 
(B)M: 

(D«tO»: ... 

(ii) B^iJ: SEQ ID NO: 16: 

:ACAGCnCA GAAGTCACAG 20 



.Translation done.] 
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* NOTICES'* 

JPO and NCIPI are not responsible for any 
damages caused by the use of this translation. 

LThis document has been translated by computer. So the translation may not reflect the original precisely. 
2.**** shows the word which can not be translated. 
3.1n the drawings, any words are not translated. 
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mm* mm 
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£tt, b-PSAfeJ:tfPAP©5EE36i'««»f^R5fc:43V'>Tiaasnfc* ? x tSKSft(in 
v itn>)T?0«tt*«5l*fc»fcil(f*fc. c«?W:l6li^7 * V V FT' 
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^3 : ^5E©f5iil±^fflBa^?iJ^fe^«ft^W<iff 





* 


PSA 


PAP 




1510 


F 


0 


0 


25(1-2+) 8 




CP 


0 


0 


>75(4+) 


1512 


NP 


b 


■ 0 


>75(4+) 




CP 


0 


0 


>75(4+) 


1519 




0 


* 

0 


>75(l+) e 




CP 


>75(2-3+) b 


>75(4+) b 


>75(4+) 


1532 


F • 


0 


0 


5(1-2+) 




NP 


0 


0 


>75(4+) 




CPi 


0 


0 


>75(4+) 




CP Z 


0 


0 


>75(4+) 


1535 


NP 


0 


0 


>75(4+) 




SV 


0 


0 


>75(4+) 




CP, 


0 


0 


>75(4+) 




CP 2 


0 


0 


. >75(4+) 


1542 


NP 


0 


0 


>75(4+) 




SV 


0 


0 


>75(4+) 




CP, 


0 


* 

0 


>75(4+) 




CPi 


0 


0 


>75(4+) 




CPi 


0 


0 


>75(4+) 


LNCaP 




>75(4+) 


25(3-4+) 


>75(4+) 



(4) MB&gmcDmmmvmw 

«Ufi*ffi<!)S8Bl!OSSBtt*SSff!liai6»cE*L/fc. 

(5) MiL$%±mm;V}<Dm&¥Mmtf 



(23) 13^2000-5 0 6 3 7 9 

WlUMMailtt^JT**Cfct355«LTV^*. tOKWrtdn vitro) T'©ig«<D 

*v»t, 7t<Dmm®*zm&$iTmffiLrctzzT*i£. &&©±£, bph, pin, 

- 

*«ftJB{b(>lai»fM-)(21)KJ:oT4lSSnfc. 1510#fcJ:tfl512S©£#fr5 
5— (Collaborative Biomedical Products, Bedford, MA)"Z?Sfc>tl/c6;M;:/ 



(24) 

"P2-3mEg*04**»i:ffi«» < Uft U Ufcffll»*«k tf ffllia©IR«[l 

}fc&67t:/V-M«:$HEl,fc. £T©iSSttlft&fcDi«i©fW?4JSS*u 37 

o SSE4bfcii5B^«ftlliffllfiSS757.3CFalcon, Becton. Dickinson, Lincoln 

Park, m<o^vmmbrc 0 miffl&&xm&±&m!®&n<Drztb<Dimmmt 

x Z5/ig/«l£$'in : S#*&ttiftk 5ng/m l_L£if$IH?> 2mM L-^;W$X lOmW 
HEPESM«?S, SB^tfaaPRSft^flWfJlllil (FBS)(Biofluids, Roc 

kville, MD)*S*?> y^^y^hlfiljf^SigitiK^v^y^h-SFMo GBCO- 
BRL, Grand Island, NY)fr£fc£o *f#ft»WI*^60±ft**04j«Ofci& 

§fci6C10-20ng/inlOag1?3b7$^(Sigma, St.Louis, M0)£8s2lDL 
tU 10%!^SteFBS£#t?RPMI 1640igifeT*g8$ nfc„ iBS*©^**-/ 

y-A-VJfrZ!mmm%mtW&W%&tii*R^M&Z^ RPMi 1640+10 

*£©IBB8JR5ULNCaPs DD145, PC-3(ATCC, CRL1740 .HTB81, CRL1435<D&^) ft 
«fc tfTSU -Prl (Johns Hopk ins^:^, Ba It imore MJzfc t> MDOW i 1 1 iam Issacslf ± 
<£t>ffi$£ftfc I Iizumi et al., J.Urol. 137:1304-1306, 1987£fB$c24'lTl/ , > 
3)£l0%FBS£?&bDLfcRPMI 1640igltt{C*3V^TlS^F tfc 0 



(25) 

m 1 6 (HPV 16) <DE6 «fc E7J£SlE$ £ > / ^ 5*5 <fc XfX&SztoWR* ~ * - 

5 v Y y y y >iMEg;H9R% - K 1" 5 LXSN16E6E7 i: n 5 V h n <> ^ ;l/ 

X (Strife Den ise Galloway1f±, Fred Hutchinson Cancer Research Center, 
Seattle, WA=t 9 JURSftfc) (22)fc£oT»R*A**C OitlSfctlfc. 
^F5Efk<DMfCfcV>T, JffiH±^BBJ!S««(*«ll«l-3)«rl:2»C^ 
t>48$|Hk 6^t"/U— htfel/"»TilSai**x 50-6WOjlHBtt»O«**fffco L 
m6E6E7l^*!M;l>*fc**«JHI.M4, 10/ig/ml DEAE-x* 

Xh7y(S igma) 0#ftTT24^ OFeS t- h D t> << 8JPA3 1 7 (22) frZ 1R 

C&ofCo ffitt, ^7^/^htl58^(±*#M)^*31/>T2-5«/inl^ 
SfCiBfcWKlWIRU 967t • ¥»J^«7P-^ft8-10f@fC200fi l/7t(£l 

^{b«nfc««*iiBaoftjfiffliiaft4 6 ww^ofci6K% sals* i* u m ?»yo& 

» 

555*o:/0gjtt-;&SS8!U ^«bfcX7-r K©±tC^fc (Fisher Scientifi 
c, Pittsburgh, PA)(23)o 7lf-»-litf-y • ^;l/**i/^-Sa^*aft± 

)-ty ^P— f ;l/Jn;ft (Dako Corp, Carpenteria, CA) Jit: hwiiLf&Ti/y K#X 
7 7^- t!(PAP)#>; ^n— f;l/jnft (Dako Corp. Carpentania, CA) ;lat Mt-f 



(26) 2000-506379 

h^7f->CAU5.2(Becton-Dickinson, San Jose, CA) -.fcitflnt bV<{ Vr? 
5 L >AEl/AE3(Boelinger-Mannhein. Indianapolis, IN) 0 B!$%&ll3&XfMl&M 
8W#ttlBB©^©3!l£(<25J6. 25-50%, 50-75%tfcl±>75%)feitf^!fe^(l 

: CD54(SxICAM-.l) .CD80 (Si7.1) ,CD86(St7. 2) (Becton -Dickinson), W6/32( 
ttHLA-A.B,C)43it>l243(fiiBLA-DR)(ATCC, Rockville, MD) (21) 0 MHC#?©S® 
?05KB*li§S«-e-S fclfrfc* 7 P— »M h * h 'J -jSP#rOWtC«BS* FN- y 50 
OU/ml0£fcT"?72#IB*g*L;fci 

SBtt*f0feJ:lHMA»tti 

vmMftmwmB]Mt(D$>tx*fi&tirz(24 .25 .26) 0 wwa*** t. *&fee> 

-fK^5X±KBHU fc<fctf*S'bytc±^T2IIlBi^77-f >fbU 95%x* 

-f K^7X*5»RU *A*ftn*fcffiV"«TO30y-^O«-T»W1IWI*Jbfc. 
DNA«gSStSPfJfC«J: Df#e.nfcl-5X10 3 {SO,W*^atiibrco l^tioTB, 

*Sfc{iI*&±&©^SbfcB«1-S-o^ollBBK**^*aillfi*ffl*^ 

fc#fc. DNA«^fc?g14Wtti5lbTV^^5E{b$nfcigS^e.#5.nfcl-5Xl0 4 
fflOillS*^fctttHbfCo fflfl&teW&lC, 0.01M TRIS-HC1 pH8 .0, ImM EDTA, 1% 
Tween 20 .33 J: tfO . Img/m 17*n f -T -f-H&ttS bfcfffllfifc** b 

T(i20/iU *fctt««nfiK:StLTtt200/i])»CSB»U 371CT— W-O+a. 



(27) 

fc*©8£»*5-io$MIB*U *©#U * 5— raUBS*S(PCR)»«r©fc*6K:4 , C 

I&feft8pl 2 -2 1 tC fctt 5 LQHOfctti © fc i& Etififfl b £DNAV- ft -K tiSFTP -2 
, D8S133, D8S136, NEFL, D8S137, D8S131, D8S339, 1o&Zfm%S)bfco DNA5 

1) SFTP2 

^ffi?"J : 6861 

SFTP2CA CAGCCCAGACAGGCf GGAA (Seq. ID No . l) 

SFTP2GT ACmTCTGGCCAAACTCCTG (Seq. D No .2) 

ittlBH?iJ»'Jv5 : 0.111 
*«E?IHfc*:ft: 0.157 

Wood, S Genomics 24:597-600, .1994tefBS&2ftTV5o SFTP2(i8pll-8p22©P^ 

2) D8S133 

fflmum : M73471 

D8S133CA CAGGTGGGAAAACTGAGGGA (Seq. D) No .3) 
D8S133GT AGCAACTGTCAACATATTGCTC (Seq. D No .4) 
itfifPEfllfM^ : 0 .094 

mamnmxM. ■ 0.112 

Wood,S Cytogenet Cell Genet 58 : 1932 ,1991 :Wood ,S Genomics 13:232, 1992(C 

3) D8S136 

D8S136CA GCCCAAAGAGGAGAATAAA (Seq. D No .5) 



(28) 



D8S136GT CTGTTTCCACACCGAAGC (Seq. ID No .6) 

WNEftM'Jvfl : 0.071 
tgiH^JabfcS : 0 .089 

Wood, S Cytogenet CellGenet 58:1932, 1991fcfBKStLTV^5 0 

4) NEFL 

: L04147 

214 GCAGTAGTGCCGCAGTTTCA (Seq. ID No .7) 

. 215 TGCAATTCATCTTCCTTTCT (Seq. ID No. 8) 

iii|WJS/hi : 0.137 
JiffiWIftfcft: 0.147 

Rogaev, E. Hum. Hoi. Genet. 1:781, 1992£Elt2ftTV5o 

5) D8S137 

KBKE?U : X61694 

D8S137CA AAATACCGAGACTCACACTATA (Seq. ID No .9) 
D8S137GT GCTAATCAGGGAATCACCCAA (Seq. ID No. 10) 

flHHE^Jft'Ng: 0.152 
iBKETUftfcg : 0.161 

Wood, S Cytogenet CellGenet 58:1932, 1991 ; Wood, S Nucleic Ac idRes. 

64, 1991£iBiS-S*VtV5o 

6) D8S131 

131CA2 -1 . ACATAGGCTGGAGAGTCACAGG (Seq. ID No. 11) 

131CA2-2 GGATGAGGCTCAGCACACAAGC (Seq. ID No. 12) 

it(6E5Uit'J\g : 0.132 
««E?!IS*g: 0.144 

SlfflKlBlKSft'TVS : Yu, CE Hum. Hoi. Genet. 3:211, 1994 0 



(29) 



7) D8S339 

WT251-A TAGATGTTACCATTTCAC (Seq. ID No. 13) 
VVT251-B GATTAGATCTTGGATCAG (Seq. ID No. 14) 

tt4§I2^JS'J\ft : 0.162 
ilWIIftfcft: 0.176 

3lfflCi2ic£*lTV>5 : Thomas, W. Hum. Mol. Genet. 2:828, 1993 0 

8) Ank 

$&S2?lJ : D 16990 

ANK1.PCR1.1 TCCCAGATCGCTCTACATGA (Seq. ID No. 15) 
ANK1.PCR1.2 CACAGCTTCAGAAGTCACAG (Seq. ID No. 16) 
Po lymeropou los et al. Nucleic Acid Res 19:969, 1991&Cl2ic£tlTl/->3o 

PCR{±K^I2ic$nfcJ:3tC : fTt>nfc(19)o ffiSJCJiE^n^ 12 .5 /i 1 PCRKfS 
?f-oW3\ 200 /iM dATP, dGTPfc<fctfdTTP I 40 /iM dCTP ; 0 .SmMT^V- (Rese 
arch Genetics, Huntsville, Ala. .SfcteApplied Biosystems DNA-nJjiftSlfC&l^ 
T£i£2nfc) ;2/iCi [a 32 P] dCTP ; 16jiMig{tf- h 5*^1/7^- "5 A (27 
) ; IX PCRj5j£iff»)& (1.25mM MgCl2^tf) fc^tfiany h<DTaq#U^V- 
•fe* (Boe 1 inger Mannheim) tc 0 V— D8S133& <fclfD8S137£:fcl^Tte4$ 

IftO^ifSfcitfffiS^^f 5fcfe^5%DMS0%*Dx.fCo f ^T<D^-#-fc-3 

tt#1-*)©7--U y^33J:fffl«a6 (95TC30fk 7-- U y**gg-Z?30g>, 
33«tt>'72'C30#) *«fcim , CT2»ra©«Si:Sttfco 5 

£K? nfc«*SDHAK»690 , C-P5 -10^14 U 7%7 >? U ;P7 S F (30 :0 .87 * 
iJ;l/75 F : eX7i"J;l/75 K)* 5.6Mf<iSt 32%*;1/A75 K**tflX TBE(0 
.089M Tris pH8.3x 0.089M*">8, 0.002M EDTA)fr5&£^lCCD#fc(28)o U 



(30) 



m95T'2-4HfP f SSm&iJ Lfco y;l/ttiBnj»Sffly;l/att(B io-Rad) fc|E¥ U 
Kodak X-0MAT7-r;I/i*K:±oTaE«»¥JI*ffofc. L0H<Dg*Pti, 

;Ucfc^T, aBi*Off»*PBLWJHi:Jtttl/T^ft< tfe75»OX*4:tT» 
3AOSfcftJB:tllSfi»c«J:5ii[S5Rrafbfc:J:oTi*j£Stifco +»**ODMAA^6ffl 
RTtg&J§£tt> L0H«'>& < t, 2«g<Difcfc L feftlfcfC <t o TEW L fc 0 

(S€i5io, i5i2, 1519) s*oi^i-sffiii»iaos«aMKKK:^5. r 

&j «*tcttfittW4Ji±Jfe, AttWSJWE*: (bph) „ WilSLtftrtB*®* 
(PIN) fe±tF»att3«Wiao»^&fi^^#sn5C4:*IBMliBl/fc. Lfrb 

TV\Tc (*2) o 

fflv>«cfcK:J:Dv 3 ooS*WWitfflUftS¥tB«*: Gft#i5& 1535, 1542) 

tOV^T 7 El* 6 BOKHT^a < t95%cD®S^fi!ciBSa (PMfcttAJMD % 

£trffl*W!tfT-*»»f Set rTh&T?& o fzo S 5) lc % 3 o©attttt£KJb6IBI 



(31) 1$^ 2000-506379 

^fcigmfflMv^KittfxmT'&^rco ttSMtJPa««fflifi^ hpvi6<de6& 

«BIS*«ttllBI!S*»6ESU , r*fcft©iBfllK:tta:5*^ (HlB) . 
C-3fe«tmSD-Prl-FWKSnfc8Sfef:raSS03ift4+TjftfeSnfco hps, Cft 

6^bfc^WiM***aiflBIR5U (1519-CPDO 5«««f%%t> 

ilffllS^fe> 3oJ:tf>75%£>Siig4+<9«&fe) o L^b30««Bf^-et4, PSA33 
J:tfPAP©^KH:l519-CPlXKi3^Tt>a: J f , «ttl?n&3b»-3fco £?>^ C©,«BS 



(32) 



%mit?sh}3£zf?mc-o^T&<t%-iz.w>&znrc (02) 0 t5iflsss«ic 

(in situ) T-©PSA£<fctfPAP<DHV^S&f§3I&. ^ftfJSB 
SttOillllI^©iB^*%$tyfi«K«t»*±i* , rS (12). £T<Dig**Bl 

o «i^j*nfcwsM*«*Kft^*iWJ^ou)HJ&tttu-r« c £ tfa^n 

TVS (19) , 8^<D^2uVr-7^b^—l3-0}^^rz'^>\'ti ! %&#&p%.& 

t&m-gtlfzo UfrU (I519*itfl532) (COVETS, ■MttlilStlfc 

Jffll*«:LOH©IE»**S ?\ LQH#*rtt iinB OStfcfc fcTf 3 JSflBHMB® Wtt 



(33) ft$ 2000-506379 
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TTsLfc («5) „ K*WfPJSftfcjE»_h&H\ Jft#i5l04*©«*%«^i:UT 
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$mm (nd) 

c 3(M@cDffl4 <0 5 n— y<DR% 

d^n— >1542 -CP3TX .8.1 
e^a->1542-CP3TX.8.4 

mm 1 542 &%<o^{\MWk¥\ oyumfttt 

a#i542*»64s«*ifcaiBs««©iiS!S^tto^a«, i20ftft*R«sp«i 

*'nfe«7*-*Xfc*l^T«nfeL0H©*«!S:^*->tT5LTW»cJ|iftjSE 
</\> COS#«D8S133^ D8S136, D8S137 X D8S13K D8S339*5«fetfANK^-QI/''T , |f 

K$SL.fc (S5) o i542-CP3TXi:LT^-r^S*©S)ffim^O^:«^S GKtt 
3, 6, 13) *Efi«K#tft**ti:fr5ti» t»*nfc4O05*n"9-f L 5'fh 
•7-*— ©Vvfft£Ol->T 1 kIMa^5ttfcfrofCo L^U 2lSgsiggJ8ft 

(ft 6*/!) 1542^sTO4tt*?nfc4O0ffili^TK:43V>T±iRW4Jte 



(36) 

Lfc 0 ©*Q Jtti $ fz 1542-CP3 TX©^il^t *Stt SL0H©&tB©£f& 

ftfc (El 4) o 9fiu-y<D5*>TDit* *#i5426*OKflWB*J**ifc*©3 
■z><D\2ffitp3B£ffl&, D8S136$fc&D8S13HC*3^TL0H^££frc>fCo LfrL 

, lo(D^n-y (*u-y4) (1542-CP3TX.8.4) tiM11UB$I£nfcffi7#« 15 
42 -CPs TXOftKMiffcfe J: * n - y Q» W - y t m DLOH©/ < £ - > * 

fcfcftfcfcfiLfcCfctf^gSttfc,, mtifM^CtlC. fflffllKft 1542 -CPs TXfefc 

O^n-vi (1542-CP3TX .8.1) fiffi©80©3fll»^n-Mco^TfIil2 

ftfc©£tig&5L0H/^ — D8S133, D8S136*5*tj : D8S131©T$5tt:& 

42i*©^*3«tm^ffi^©^tig*iEStuiLfli±jfe. ms. %rz&m.mm 
ftjgsini&ii* sums fcttsuB««ai^-r**u^i/-pta»snfe«#ijOH%^ 

<*fc*^fco HMifc* ^«S«6^6>fig«tfc^n-> (1510-CPTOco^T 

(±^23> 1512-CFIXtOVTtt^3l) ttUfflOS^fc^Sftfrofco COCi: 



(37) 

a#1519 (17*- AX) fe<tO*1532 (8 7*- #70 &*©gS$8?g<J2ft£ 
&7*-#7s©&$teL0H£^££frc>fc (S4) o ZMC&frfr&tD?, Ctl 
P)OJlji^65liz:$4a^SilfflBa^L0Ht-S)l/^TffffiLfCo S#1519£>i§-&fcju 
**l£Sl519-CPTX<D&Sfr 6, ft'fc 6 0©1f$B^{ST-SMS-g-tt©{Sit 

$&D8S133T*L0H%^Lfc o J§#15320ii£&s gffSftfc 20<D«fcCD? ^ 
-0^&4fiK$tl/-c7C«^S^Jl532-CP2TX («2) 2>WK©S«m©& (« 
ft24) fCfrfoTD8S133> D8S1363o«i;l>*NEFL£:fc^TL0H£*Lfco f£»Hg*8£ 

— © 15 19 -CPTX? n - y 33 «fc tfl 532 -CP2 TXTffifg $ tlfcLOHfr 5 , C ft 5> O^Htf 

J8#1535**0«aMBK"ej|ftjS!V , *!|**H»6tlfco £fS&L0Htf 
600giJ4rOKf^SiJ«nfc*7*~*^K43l/'»TzRS*U ^TtfifjC^-y 

©fc&**-tfc («4) o i&ffl»ii«*6^ia*nfc«j»i45±tfa^««©«« 

o little, ««Btft27^jS?nfcll©*>P-^H:X*«^*&^ofc. L*" 1 

JPiUfc^LOH^*— yfc&O— o<D£n— ytf^TbHC&ofc (£n— yi535- 
CPiTX.14.3) c iin5(0SI(i, JStl542-p«S5i£ftfc*S*£?fSiLT:t3?K ffi 

V 
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